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TRAIL-R2; (b) exerting no effect on normal human cells expressing TRAIL-R1 and/or TRAIL-R2; and (c) inducing no injury on 
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£AT(D (a) ~ (c) fr*>M\t*i%>'J>fc< t%l o©'I4K£*T3#lTRA1L-R1;K: 

^iiT^st bJEigMM\ztemw%:R&zf<sL^. M&\z (c) t b^mmmmm 
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m m m 

*mw\%Ttf h—^xKLW&Tzm&mft^'v&z'm.ii&mm (trail-rd x 

ttTRAILS§#2 (TRAIL-R2) *ISai*r5*iTRAILS§ft: (TRAIL-R) JfE^^MT^o 
2 *> \Z*mm\Z. &TRkll-Wi#&m$bifoftiiT2>» TRAIL-R^^JibTV^IH 

XiJfkftu 'ffim#l?3LfflM?fe-e%>Z>m?£ (^u — £teKB«J$n£ Kerr, 

et al. (1972) Br. J. Cancer 26, 239 #flg] . h — KfS^^U > 
A°5# (Ttt^tKBM) ©aW^2£cDiagfcfe^T— JSfciJLSnsSiafcT'&S [I 
toh, S. , et al. (1991) Cell 66, 233-243#M] „ 1 — £ «fc r> 

7#h—>XfcJ:D#»$nTl/*5t, AIDS, 7;V7A^Y-i, A°-^>V 

>*i; »s?itttfljiRaYbje, ^mtmih'ms mm&mm&m., m*k^&&mM, 

&MKataoka, S. , et al. (1996) The Oncologist 1, 399-401#M] „ 

^&y#h—^x(DmmizmiD-DT^z>z\hfim&£tiTi^ ifrmzmz (19 

93) mmm^ 11. 17, 2324-2328#M] o ^Btt'>^t;VtUTti, fb^^^J 

T#'l — ^^nct^Bnt^S [frf^^S (19 

94) mmm^ 49, 6, 1 152-1 i57#j»] „ 
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ZKDck.v 7j:7# I — yXCi^tS^fiLTH IIUEif-a (TNF- a ) -> 

^)ST^^^I^S$nTV^ 0 TNF- a WTNF- £ HSlfiHT^ h — 
vX £MST££©fg^&£ [Schmid, et al. (1986) Proc. Natl. Acad. Sci. 83, 
1881#M;Dealtry et al. (1987) Eur. J. Immunol. 17, 689#0I] 0 x^X©Fa 

sx^Fasu^f> F(D^mmm%&^ftmmm<DmM%:£-tz> ^tfrz, Fasu # 

fg^ffi^Tl^ £ i«<^i|^nTU5 [Krammer, et al. (1994) Curr. Op. Imm 
unol. 6, 279-289#M ; Nagata, et al. (1995) Science 267, 1449-1456#B^] . 

[Yonehara, et al. (1989) J. Exp. Med. 169, 1747-1756] o 

mmz.yif^-)V^BMVx^^>o TNFX y $ ij— ^©§w#;temM<b*iT£; 

•^©ff 1 lrfeFasU^> F^tKTNF-o;(Dg§#:-e$)§F 
as^lKTNFRlte, *>i?3 ^ Ax g^itfc^reaper [Golstein, P., et al. (19 
95) Cell. 81, 185-186#M ; White, K. , et al. (1994) Science 264, 677-683 

mM) t. m m tt & mmx ft^h^oj t «n ^ r # h — x 

£^F ADD/MORT 1©^-&<H£L, F ADD/MORT ltl^LTV^^XA- if 
(C a s p a s e ) - 8 (D f£ 14 <fb * 5 1 # £ T o m b b fc * X A - if -8 J; D T ffi (D ti X 

a— uttTM&m&mmkv, mmmizmm^y^} — ^x^tm< [Nagata, 

S., (1997) Cell 88, 355-365#M] o 

Sis, mmoytf] — yx^mm-r^jMy r ^ v-^^m^nr^. wney 

5 [Immunity (1995) 3, 673-682#M] £©5H^£ rTNFP^T# 1 — 5>XS§ 
*U^>FJ Xtt^jtf- TTRAILJ t^^bfeo TApo-2U^> 
Hj Xte TApo-2Lj tfePf^nxi^ [Pitt, R. M., et al. (1996) J. Biol. Che 
m. 271, 12687-12690#bs] o {g^i:, £ (DfrTUmiLh b T * HJi f (B » 4* Ti» 
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v$n lL <t IZ. 9 -S o 

Fas U F <hfc£M& D , Iff ?i TRAILS < © h h ©llli^^m^ 

* 

n§ (f?ij^«\ m, mum, mm, mm, ^m, -xm, *i$i&lu>a o ^ 
mm, ww.) o ^\^T^<^frm®mkiz&uTmnmz^-£?i% 0 trails 

&#3nc-¥-< I — ^^^K^tt^li-^ ^tfe^^nx^So [Marster 
s, S. A., et al. (1996) Curr. Biol. 6, 750-752#M] . 

TRAIL©g^#<h bt> Ji&i-7?fcSO©^>A 0 ^M^|WI^$tlTt/^ 0 TRAIL 
-Rl (DR4£t>^-5) WTRAIL-R2 (DR5£fe^5) ©— ^©g^fW, <h fc^X 

h * -r > ^ t> ~d z. t fim& $ nt ^ & 0 trail-ri ©is^m tei? m, 

mnifomM, 'hm, mm&^ts\ih(D&< (Dm$$>~e%%®BrL%o trail-r2© 

tlT^S [Pan, G. , et al. (1997) Science 276, 111-113#HB ; Pan. G. , et al. 

(1997) Science 277, 815-818#M ; Walczak, H. , etal. (1997) EMBO J 16 (1 
7) 5386-5397#M]o 

TRAIL-R2lcte»^fto:7°^-f (alternative splicing) \Z£Z> 2O0fl 

S^$nT^§ [Screaton, G. R. , et al. (1997) Curr Biol 7 (9), 693-696# 
M ; Arai, T. , et al. (1998) Cancer Letters 133, 197-204#M] o 
liMIt h TRAILS TRAIL©Maa^M^e>75:§«a^x.^>/1^MT : afeD, 

iffith, T. S. , et al. (1998) Curr. Opin. Immunol. , 10, 559-563#H] 0 

zb\z, aiiik h trails, t b<D*Mmmm&z£$Lmmm&m^fzmm 

^X^^T^Jjl^bTV^ [Walczak, H. , etal. (1999) Nature Medici 
ne 5, 2, 157-163#M] 0 mV < TNFl/-fe^^ — 7 y =■ U — fclJRU T#h — 5> 
Xli^tt^jfoTNF-a^eFasU H i D . TRAILS^^W;*? ~ ^-T 

^)ls(DiEm&m\zmVT mm Z. tte&jfcofc [Ashkenazi, A., et al. 
(1999) J. Clin. Invest. 104, 155-162#M] 0 

t r a i l (D g ^ # » ie s ffl m \z h m m v x & y> m *r ft <d m m m m # n n * & $ n 
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tt^K zziz, MRAiL^t hi£n^mmmm\zT^ h-^y, 

&m m~t%> Z. tffimi^^n [Jo, M. , et al. (2000) Nature Medicine 6, No. 5, 

i 

564-567#H] , thKiiiIfe7^h-yX^iST§^t^$n 
[Nitsch, R. , et al. (2000) The Lancet 356, 827-828#M] „ flflllHIS^ 

MT^mmmm^mz^^mmtvxmu^mzs, trails t b ic^iei 

p D pi bTttffl*rs*-&CD^ttfcj^ra*«Stf^ttSnfc [Nagata, S. , (2000) Na 
ture Medicine 6, 5, 502-503#flg] . 

MUtSbTV^ £©Stffr%> m $nTVi§ [Lawrence, D. , et al. (2001) Natur 
e Medicine 7, 4, 383-385#M] ffii^. TRAILS > A ^m.<0^^m^timn 

tiTc [Ichikawa, K. , et al. (2000) International Immunology 12, No. 4, 55 

5-562#ai] c ^Mmm&mmvf£uz\£fimm^ntc.mWL^m¥asv?j> f«^p 

TRAILS, TRAIL-R1SL < teTRAIL-R2Xte Z\tl S (D^jjlzftm lT7#h-y 

y & mm-tz ^\ TMiitiwrnmiz y at v - ^y & mmr ^m^^u-tyy-^ 

j\-vx^2*^)V&An&(Dfrumt>fr\zf£~oT^f£^ 0 yzf-yy-^y? 

K#^^TRAIL-Rl/R2S^'[4^#Jn-r§ Z\ tXM-miifimmx^ % £ 5 t 



^^M^S^&S. IIAah MRAILlCcfc^T^ I — v-XM^^ftffl^i: 
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MMm±\z&&^%u^7&— T*&zcmo&mm hvtz**^ mot , He 

© ?g tt id <t ^ m « © ii m m m x & ?i m # $ n § 0 

#x.e»n^ 0 b^feTRAiLos^fc^-rs^-eabnti, m^^-Mt: h trails 



§g >K <£> Hi ^ 

*PJ©IlOSWH t hTRAIL-RlRtf/Xtefc: hTRAIL-R2^^*r^> M 
Ba^#bT#SK){dT# h — ->X^rM#b, ^o, h TRAILS >A°^K 

^§g#e>«, t hTRAIL-Rl^rXR2{cMT^irC*©#^^MbT^W^bfe 

f 

^^Tfltffl^nTViS^r— 7— RrX$;Pv-3.^-f>6©^[(1975) Nature 256, 
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495#PJ &m^Z> JUtfci; *3. »fffiTRAIL-RlXWXttTRAIL-R2K:*l'&*ra : Ey 

p— ^fiL^^WTs^ffc^bfc. fit, £©§T$a^/^P-^;v£i#:«, 

3BMIfi©S®K:&STRAIL-RlRtX/X&R2fcjfe^bT^ll&#SWK:7 > ^ h— > 

(1) TRAIL-Rl^rA7X»TRAIL-R2{C^^t-^ia#:X«^-©^tgftjSlfjto 

±mffifcjL\z j t<Dmffimmm%, ^t© (a) - (c) ^6atttis^< £ *> i o 

(a) TRAIL-Rl^rK/X^TRAIL^^^^bT^^^HMfcj 7 /}? h — yX^itt 

(b) TRA I L-R 1 & X teTRA I L-R2 £ ^gij! b T US t: h IE f« IS R: «f£ *f £ & $ 

(c) t hJMMfI-»£i§^b&U 

*fiii^^T[t JifB© (a) - (c) ©^TCD'|4«^^"T-SJrL#:X«^-©^fgW 
ItfJt/W^b^o ±|B (a) - (c) CD'J>f£< £ % 1 ^(DttK^TS^Xte 

^ ©mtg^J Iff itTr $oT, ©TRAIL-R2 nm&T § ^TRAIL-R1 teM-cT V V> 
0, $.SVi«(2)TRAIL-R2^lXTRAIL-Rl©M#^^'g-r§ : b© : b, ^SSKCDSC-frX 
CDfltl g W $r ft {--a" * tl £ . 

(2) _hfatrL#:tt, VW-Y^/W^U F-T, #l*.fc£E-ll-13, H-48-2. L-3 
0-10, N-18-12, W-40-5, X- 1 4-4. X-51-12. F-4-8 . G-3-10. 0304X«KMTR1^ 

11-13, H-48-2. L-30-10. N-18-12. W-40-5. X-14-4. X-51-12. F-4-8. 0304X 
teKMTRlfcJ: ^M^tl^^/ Z u— j-JVi?ife<D&4 r/te-f tfn^V >G(Ig 

>M(IgM)MTfe^ 0 ±|SA-f^U F— ^©5^H-48-2. E-ll-13. F 

-4-8. L-30-10. 0304^^KMTRl«^-n^tlHI^^K$tlT*5D. ■ecDSFffittftRte: 
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5fe 


H-48-2 


FERM- BP-7599 


2001^5^ 18 B 


/rAS TTT <t*c? ikfc S7r At- il/L, 

^t^t^y^— (B*BI 
Use < tSTp^; l T 

@ 1 #i& 1 6 ) 


E-ll-13 


FERM BP-7698 
FERM BP-7770 


2001¥8J38B 
2001^10^ 11B 


F-4-8 


FERM BP-7699 
FERM BP-7768 


2001^8£8B 
2001^10J=i 1 1 H 


L-30-10 


FERM BP-7700 
FERM BP-7769 


2001^8J38B 
2001^10^110 




0304 


FERM BP-8037 


2002^5^ 10B 




KMTR1 


FERM BP-8038 


2002^5^ 10B 





(3) *^§^(Din:#:X«^©afgK)lff)t«, *ffljfe$c7. 5xlO 4 ^tKRjS0#p B T24B#^CD 
^f^c&t^T, t hffFlfflli^^-r^LD50iil^0. 0lMg/ram±, £?£b<&0. l^g 
/ilHl, £ <b^£? £L< «2-10Mg/mL $ £> b < 10-100 fie/mU M% 
$F^L<«10/ig/mm± (M^-«100Mg/mmJb) -<?&£ 0 — *^0^©if[#: 
3U«©i§jtgW»rm3:, Mic2. 5xl0 3 23:^JESFl#F B 748BtK©^#^fe^T, 
MM (0j|*.fc£Colo2O5$fflJ&. U251MJ3£3U3:Jiirkat?iM) »-r&LD50fiI^100£tg/ 
ilPiT, £f£b< ttlOMg/mmT, D0£b< «0. 7/zg/ml.!^ - ]^ 

L<teO. 02-0. 11/Ag/mK fife^f^L < fiO. 02Mg/mmT-efel>„ f bt, jlfflJJS 
!£7. 5xl0 4 SL^jSBtr^24Btf B 1^^tt^ t MTMISfc^-i-§LD50«^2-100Mg/ml 
TfabO, ilf2. 5xl0 3 S:^MlSBtM48BtF B 1^*5^^5SM^^^T^LD50 

tiLifiQ. 02-0. ll/Ag/mlT»«ia^1i-©K#Xtt*0*IB»Wit3^*5l8MK:^^T 

X) {l^^)V&Tz.X)) 110~120Atl©H^*T?fft>nfct#CQa3tffi[T?*So 

(4) *5S99©ift#:X«-?-'©tj||BW»f>i-tt, «BJfilfe7. 5xl0 4 ^^J5&B#P^24 
BflHJKlfefrSk: hffF»lliafc^TaLD504fi5&«, iE)&ffc2. 5xl0 3 ^rKSJSRtf B 148B#^ 
JC^ttS*«IlfiK:M-r*LD50fi©2ffifJK±, £f £b< tel0i&J^_L, iD^tK 
tt'50ff^± (0S*.K£5Of&-lOOte) , ££fc$f£L<tel00{g&_b C^il^^lOO^-2 
50^) , S6^*U<«250ffiF-1000ffif, ftfeffSsb < m000#RJtT?&£. 



rjjr 
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(5) ssk:, ^mmcDmfcjite'tvmmwmfrte, mm wi^-FT^^t; 



§lf B Hm<t ! b9B, £?£b< «4>ft< ifellB, $ 5> b 



0. lMg/body(5/ig/kg)~100Mg/body(5mg/kg)Ta&§ 0 M ^_ &"#*£bT100 
Mg/bodyX«5mg/kg, $? * b < «20Mg/bodyX«lmg/kg, J; U £P£ b < «4//g/b 
odyXte200Mg/kg, $ £> fug? 3= b < m Mg/body30350M g/kgT&5. 0.5 
Mg/body (25^g/kg) ^S#bTfei;Vi 0 S^M^bTti, 1 ISfcD 1®-3|h1 



(a) 100mm 3 (Dfi5»^Wr^) 4~ 6 ilf£©tI;!S^^X{;i2OMg/^;^10^©# 
-r^i^T^-^o £©:!§£\ ¥±© 1 4 %^Ji©ffi1»CD$i/J\&/J>&< ife 7 BltJt 

(b) 100nim 3 ©M*$#t"§ 4~.6®i^coiH0^ T >Xt2OMg/^ l >Xfia#:cO^ 

(c ) 100mm 3 <DM«^^^§ 4~ 6Mf^cofi^^«>xfc20Mg/-T^Xi!SI#:cDi 
T;ii:^"e#§o £©:t§-£\ ^z±^8 0 %Sk±<DMlB (Dm £fe4 Bii 

(d) 100mm 3 ©JB«^#T^. 1 2 ili^(Z)iB0T^X (325 m g/V>Xf@#:©a^ 

(e) 100mm 3 ©Jffi^§#t" ^ 1 2 M^©*!^^ 1 ^^ ^25 u g/^V XlSfaomm. 
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mm, "T-'Bftmm, mmm, &m.m, mmm, mmmm^±^m, Bimm, m 
s&ss, MiLmm. m^m, mmm, mmm, ^^omm, mmzm, f-^mnm 

*&mm. mmwm, mmnmm, nmmmm, mmmmm, mmm, nmmm, 
x«i2£ii#-^3 3^tX3 5i:^nfn^$n?», a-t^u f — ^kmtrkd^^t 

f -tl-3o-io^ e. ¥ii $ nfc^ME^'j \z u - f $ nz>mm.n5 : ^mm%.z$mm»5 
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2 8^3 o iif n^ns^ns, a-t :/u F-^o304^&w^tife^m@s^j 



(7) E-ll-13, H-48-2. L-30-10. N-18-12, W-40-5, 1-14-4, X-51-12, F-4-8 G- 
3-10, 0304ROTTR1^ £>&5P;fr 5I«n%, TRAIL-R2fC^^-T S^E 7 ^ n — 

(8) tufBA-r F-V^ig*b> #e>tl^>ig*^^e»TRAIL-R2^^-a-r^ifL#: 
SrSm-T^) £ t^iftltt-r^, tfCTRAIL-R2 ; E J 9 U — ^-JVifi^CDBkM'^^a 



* 

^n- ^-;vm#^^Ji^bise), f#e>n^i&^, ^^©±§«_htf 

1 S iaTRAIL-R2 c E 7 9 u—r^iKW-^UMt^ Z. h JaTRAIL- 



(10) tufBK#:X«^©MWlt)flt^W^^^L'T##-r^, JMOTOXte 



mmm, ^mm. ^nmrn, m^m. ±mm, mum, mmmm^±^m. 



• •l 



Mmm, jkm&m. mm#m> mmumm. wmmmm, m$zmwm, mwm, 
wm&m. wmwm. mMnmm, m^m. &m&mm, ¥ti^E *¥tm 
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B#fFffiIl!2001-150213-^ (200l¥5£ 18 B tUM) , 5 #g#fFHJlg200 1-243040 
^ (2001^8^ 9 HtftlPJ ^^0*lll#^mi^2OOl-314489^ (2001^10^ 110 m 
0) ©BJIE«^^7X«Hl®^fHa$n^l^I§^^T§o 



triTRAIL-RlS^R2^:y ^ n-^-;i/fei#:^, BmmiZ^ bTT# h—>X£M* 
T-5?§tt^«>§^i:«fg^^Yd;$nTl'^ [Griffith, T. S. , et al. (1999) J. 
Immunol. 162, 2597-2605#M ; Chuntharapai, A. , et al. (2001) J. Immunol. 1 
66, 4891-4898#M1 c b^L&/^£>, Z\n%<Dffim^VX&^CD%CQX$>& 0 

M&Zt h TRAILS >/\°^3tkl &\,*xmmt k MEStfFH 
1« T S I««tt \Z ~D V* Tiaft $ n S o 

SK^^Uti^, *^§g©if^t hirtTRAIL-R2^6 7 ^n— ^-;i/tfc#:^, t ME 
Hr*ft«l**©illlllfiK:3*bT©^&-r, IflM^t MRAIL^>A°^|f 

2 iESJFF ^MIBSS izft life, f«* £gf 3 Bffftsjfj Vi £ 

Mfcvf££UTte< 2*/ >G(IgGK |WJA(IgAK |WJE (IgE) RtfHM (IgM) CO 

1. TRAILS CJf-e ©ire* 

*56W©^#«, M»±S^EH^ (TNF) ll7#h-yXli'J^>F (TRAI 
L) (TRAIL-R) fcfcf-fSiifl:*?* ©TRAIL-RlfcK^fS^, (DTRAI 

L-R2fcR*t"«^L#:, R^TRAIL-RltTRAIL^OW^fcR^Stftflc^fe-T 
*5SWTtt, ©©ffittS r^TRAIL-Rl*rC#:j , ©;&tf©0£ifl:£ r^TRAIL- 
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(DTMlL^mfo%&&mz&fr^xmm-t&m&te, rTRAIL-Rl&tmj £^5 

m&it mmvmMMipm) > trail-ri^i^^-^ trail-r2<z)^:ei^ 

*mmiz&tf& rffiftj tft tufB^^ttLfc^^^b MRAIL-R1^IXR2X« 

>tfe^^o mmmmpn mfcv-ffift ^mmh-) t^ot, m^nm 

jm^0^ffl^lo^±^jfT§fc©^mi*b, *#:W^«F(ab') 2 , Fab\ Fab, 
Fv, i?7,)l/7j F^Fv, — *$IFv (scFv) , RU^tl £> ©ffi^f£#/»tf £>n§ 

(D.J.King., Applications and Engineering of Monoclonal Ant ibodies. , 1998 

T. J. Internat ional Ltd) » 

^BJ^^ibTte, #!IAJ3\ ^KE©^»!l7^fBtt$n«., hTRAIL-Rl 

iz&^x, ix«i07 5yi^m lit b < tettin infers ;wj 

If A. fain) £#rrfcte> ^-cdts ymffi^J^n— HT^^XBB^J^^^K)^^: 

#^$}^^z»A?£ (site specific mutagenesis) &m^Xfemz£.r)mA-$'Z> 
Z\£fi$X^Z> (Proc Natl Acad Sci USA. , 1984 Vol81 : 5662) „ Z.Z.X\ m*t 
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— 3t, trim<Dffim&%M®&fzL®<Dm%f£%n m%.&* bovine serum album 
in#) t &gfcj£CTftJgIRt£3!l (7n>f >HfiD^Xtt^7 

TRAIL-R2£n- Ft5lfif**Al, TRAIL-RlXteTRAILHR2£M«?Mfc:iiS!] 

& § te^-<D «k 5 ^IH^'J & ^ia^!l t Fc l/-fe 7° 

*— -fyh'J^^ <1>W1±. "r^^f^m^tkM'^mm (J.W. Goding, 
Momoclonal Antibodies: principles and practice., 1993 AcademicPress) > 

-Th^<~>>, fiV^r^-l is>m<Dik^m&M (D.J.King, Applications and 
Engineering of Monoclonal Antibodies., 1998 T.J.International Ltd. ; M. L. 
Grossbard. , Monoclonal Antibody-BasedTherapy of Cancer., 1998 Marcel Dek 
ker Inc) , ££>f~, Maytansinoid^GDr/n K y tf (Chari et al., Cancer Re 
s., 1992 Vol. 52:127; Liu et al. , Proc. Natl. Acad. Sci. USA, 1996 Vol.93: 

8681) c £\z&vmfc£<Dmm<Dmm%}&&^ s^arrs c 

T 
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£7c, mm^ZU, *mm<Dtfimz&\,*X. TUll-mzm^h, TRAIL-RlKlte 
AIL-R1 \Z m%<£> h ^ % (D mtl.Ig^^ Z. £ ZWffi. tT5 , 

mik^vu^mmo^mm-i. TRAiL-R2^^-a-b, TRAiL-Ri^te^b&^tt 
zmmT&jim. (v^mmmm cut ^id-?j <t^5) ©sssu wifcfa 

-^m<omm, (6)^— lfflJ3&^n-->-\©;fri!) (^n-->^) , (7)i^^J;o 

-era:* ?n-±)}/tfifo%:j:mzmm-rz>frtf)(D/\^ F-^is^ x« 
-^-;pifL# © ^s^tt w^e- ©senate w\ & s tetciiKig <h n©# 
•btf> mTRAiL-Ri^^^ey z u-±)iffifa(Dfrmm&±mj:m\zY£-DTm& 

IrClMtbTtt, t MRAIL-RlK:tXR2©MSa^M«<hh F IgG©Fc«<h ©SfS^ 
$ynm mTTRAIL-Rl-hFc&OTRAIL-R2-hFc£:^5) £J3 ^£ 21 £^X^£ 0 
TRAIL-Rl-hFc^OTRAIL-R2-hFctt> TRAIL-RlXteR2£ k hlgGcDYcM^t (DM^ 

$ > a° ^ ^ ^ 3 - f r % wA&mmmfl&m \z.mttL&. i^sn^ ^ 

«f#T^§„ fe^tUl ALEXISa^e>Tfr|R$tlTU§TRAIL-Rl-hFc^mRAI 
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L-R2-hFc£JBV>S*fe*r^5. t h*BIB#©*fflflBIIII±fc#£*r &TRAIL-R1 

TRAIL-RIR^©— [Pan, G. , et al. (1997) Science 276, 
111-113 RtfScience 277, 815-818#fig ; Walczak, H. , et al. (1997) EMBO J 
16 (17) 5386-5397#M] ©T\ mm^lzmm^miz.^ X) , TRAIL-R1S.IKR2CD 

MIStbTIl t MRAIL-RlR^R2©^S^^ilH^|^ffi^co^7 > 
-f >^lX-^7, F^-f ><£ 0C*^{M©T5 /^i^fct: MRAIL-Rl^r^R2 
T rTRAIL-Rl^Ul2deltaJ ii^o) ^T&mm^P ^-pEF-TRAIL-Rldel ta& 
l£pEF-TRAIL-R2delta£L929«fc3tAb, M^W^TRAIL-Rl&U^del ta£i§ 
fPJf^SILT^^fflJJS&W^T?^. pEF-TRAIL-Rldelta^^pEF-TRAIL-R2delta 
te. ^n^n, k MRAIL-Rldelta^>A°^K^r3— F-r^DNAS:^h MRAIL-R2 
deltas ynzm&u— F-f^DNA£, KiMMfiigi^^— pEFneo [Ohashi. 
H. , et al. (1994) Proc. Natl. Acad. Sci. 91, 158-162#ag] 
CiDffSTt^o fcfcb, TRAIL-RmtKR2^n- K*r<5DNA, ^2 9 — , ?fH£ 

pEF-TRAIL-Rl]3:r/R2delta-TrL929ilfflia^^«fe^bT : f#e>tlfe^ 
&&tfc£*g3tb, pEFneo^^^ 7 — ^#A$tl^^EIS^«#$n^^^-^^ >-> 
&<DmM. R^^MTRAIL-R13&m2# U &u—)-)Vm>W (DAKO&SD 
feTRAIL-Rl^t^R2delta^Ji©5ilI$^g^, k MRAIL-RlROT2del ta£-£©H 
J3S fc: ^JJ b T l>3 L 9 2 9IBJ& £ f^St § £ <h T €T ^> . 



(2) mkm^mmmnmjim 

^7X^Mt)»51tc^V^n§^\ ^©£-5& XfeWMB <DjcM [Tomizuka. 

et al., Proc Natl Acad Sci USA., 2000 Vol 97:722] ^fBlc^nTV^o 
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TRIA?ij , HffiS*^^^«m CBTF TELISA^J , i^trttt 

d^jnat-J; Dff 5 ^t^T^^ 0 £T\ ilXtt^^illfcti^t MRAI 
L-Rl^tXR2^ELISAffl967tyi/— h^0D@^@SM^®«$ii-, £ £ JcmM^®* 

(^.T TBSAJ <h^5) fccfcDav^ MM^II^ — &^#:<hbTjf£Pg^ 
LfcM*4 (MTLkT^Xifilfff) ifBtrLM^Kfi-^ODKTRAIL-Rl®:^ 

(3) 5xn-T©fH©Xg 
iin-Ttllli x"j7X, ^yK ^EJl/^EyK ^it^Xli 

LB/cS*) ^XD-x'ltPSXGSAgSU. 1 (P3-U1) [Yelton, D. E. et al. Current To 
pics in Microbiology and Immunology, 81, 1-7 (1978) ] , P3/NSI/l-Ag4-l (N 
S-l) [Kohler, G. et al. European J. Immunology, 6, 511-519 (1976) ] ^ 
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Sp2/0-Agl4(SP-2) [Shulman, M. et al. Nature, 276, 269-270 (1978) ] „ P3 
X63Ag8. 653 (653) [Kearney, J. F. et al. J. Immunology, 123, 1548-1550 (19 
79) ] , P3X63Ag8(X63) [Horibata, K. and Harris, A. W. Nature, 256, 495-4 
97 (1975) ] UE&m^Z> £ £#W2;bV* 0 Z.tl<Z> (DMJ&m%, mmf£m&, 

>^>^.m^m i Mskm (£TF TFCSJ ^JPx.feRPMI-1640^ii^8-T1f ^ 

T->^jjn^-7tig±fi] , -TXa73fe^My3i&i (Iscove's Modified Dulb 
ecco's Medium ; &>~F riMDMj £^5) ^ Xli^MynS^-^VSi (Dul 
becco's Modified Eagle Medium ; £XT TDMEMJ hUv) TlK'fti&SI'f" &ffl 
ISB^(D3~4Htfi(ClE^-±§* (#iJ;U2\ 10% FCS^r^^DMEMigffi) T?i»ftJ§3tU 



(4) «i j&ib-s- 

* (&sT rpBsj ti<^#L, mmmt^jia~^(Dmmm(Di:tm:i 

~10:lUM\zte%>&5\zm&V, mfoftM-tZa ±m&$fc2kV, »bfciJif 

iiooo~4ooo) &^$$Mihmigm%mi : ir z> a -^©^ lomi©^^^*^ 
>5 i >-7$;7°f'j>-f5^> ckt thatj iv^) twthi'^- 

cK3f>-6 (&T TIL-6J tVi"5) £*airiE#i£i-{i} (£TF rHATi§±&j <h^5) 
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(5) /wyj F-TTOSiR 

D->?> • ^7-> • *X*U h 7>77x7-f (HGPRT) XmWV& 

v>^m^mm (sat rHm^j ^.(omm^m^n^o m$t, ±«± 

7c/£b. ELISAffi ©irtiM £ LTJif3M-&^>A^M£Jl Vi^il-g-te, t F IgGCDFc 
©Fc« £MC £ b fcELI SA# Kid; D § £ £ J&*T? # § » 

(6) ^ p — ->^n 

j:©/7n-->^tbTtt, yi/— fcdi^7^;f^ l fS©;\-r F-^#^ 
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T^X/W^U H— ^13^ (2001^) 5^ 18 S#^T^ALff ®C^A 

mm^wm^m^m mn^mm^>^~ (B^m^mm-o< &«hut@i# 

iifel 1^116) ^ffl^^fe^nTV^o ffl^^fit#-^te, FERM BP-7599t:;g>£o 
£7t, A-T^U F-TE-ll-13ttgf6#-^^FERM BP-7698 £ L T\ A-T^U F — 
TF-4-8«Ste#-^^FERM BP-7699£LT, A-ft/U F- VL-30-10«Sf£#-^ 
FERM BP-7700<hLT\ ¥^13¥ (200l¥) 8J3 8 B tttf l^Hl^ie^ *1T^ £7c, 
A-T^U F— "T0304te$f6#-^FERM BP-8037<hLT, A-T^U F-^KMTRltt 
§f£#WFERM BP-8038£:bT, *P}£14^ (2002^) 5J3 10 B #it"^ffllS^te $ tl 

(6) £Tr£#m§bT. ^t^ib«t^x@ (7)^e>fei:#:©iiS^ 



(7) A"f :/ u F — v £ £ x / ^ n - ^ jvm^ cd ill © 

^taTRAIL-Rl^^^E/ ^D-t»$#5Ctm 5. 

^ (#4*J;£BALB/c) gU< «Nu/Nu^X, 77 b. m-yh, AAX^ — 

n — ^l^fM&SS^Py h (M ^. te\ MAbTrap GH^iy F ; 7TyfA77JWy 
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(8) 1 7 ^ □ — 3- ;v © ^ 

^< LTtt&tife^y ^ n-^-;i/trL#:©y-r v y ^ y'^aS^y* o y^wkmu 

SXTcd^? \zft 5 £*f\ l^fet btttt^Tjl/n^ (Ouchte 

rlony) ELISA?£> XfciRIA&}&*#tf £>ns» t^rJVn -~&«ffiMXKi& 

[1.4(0D280)=< A/^n^U >lmg/ml] «t rj JfifcBT^&kKiJ; rj ff -5 £ t. 

«s»«tait©f^» tc & o t te, © * u n*^ y 5=- h & m ^ x-e © #f 

©«^^f^^7°^F^^^T§^fe>«e^lfl^x.S#r^ffiViXg©©g^ v ^ 
y^H^n- Kt-SDNABB^J&jfrSfiftfBBa^XS FfcffiM^ *J3I«^©?t 

T-i^i < v & — g © & u ^ ^ k * m m^- iz mm © m&^mm 7L&m % m v> x 

f©E $e>Jd«ffl^<> ^©^^©^U rf^-7°^ h\ x^m^y^H©^ 
§ ^ 7°^ H © WL&mwmi %m'<Z>z.t\z<kr)x.\ih-y°$: PM^f £ , © ^ 
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U zf^7°?-\z%n&frtf>(DM&f£jjmthT. WWKD^yh (#l*.fc£, SPOTs^ 

J. Delves. , ANTIBODY PRODUCTION ESSENTIAL TECHNIQUES., 1997 WILEY> P. Shep 
herd and C. Dean. , Monoclonal Antibodies., 2000 OXFORD UNIVERSITY PRESS, 
J. W. Goding. , Monoclonal Ant ibodies principles and practice., 1993 ACADEM 
IC PRESS) o 

m^tn^nn- ft ^dna£pcr?£^k:c£; iommTz>jj8kfimm^nz>o t°7 

*TLTRAIL-R^L#:5ft^x«T5 7 ^12^(1^ Bl^ft bfe^ U ^DNA&, & 
Sa^L-T^^yU F — x-^6!J!$ibfcDNA£MT£ £<h^#£„ Ctl^GQD 
NA£ 1 ^©ii^&^s^ — 3in^t&^^WAbT^^$-ti--5^, & 

§ 21 n 6. ©DNA^r^-n^tljl^ fc^ ^ ^ — ^li^jA^-, 5£HSt $ it -5 o 

mt£tl% a 7°7X5 FDNAibT^, AJIM, tt?IXWft*©^7X5F 

>&m^ttfe. ^~V7 hn#l/- -> a X7xn7 I 7Xh& ilUf'y 

<DW}yo\Zfefc?&mA'?Z>J5feZilsT\$, >z?3L7z/ 3 ESIEBHS 

^xi/^ FD#i/-va > j pvt$7 ^7is 3 >m%mm v-xm^^mx-r^ 
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^mmizio^T, mmi-mm^ mn^w^^mmh, ^(Dmmmfrzn 
is^b < mgmmfejiut (Dmwm , (c) 0 © f n ^ ^ t * 

S^T^^y^n-^^ifL^^^S^^^T^ci^^pJfg^fe^ (Wright, G. , e 
t al. (1991) Bio/Technology 9, 830-834) 0 /W F— > H h n^rig 

^ n— ^jvffifc&m£z&%tz®\zm^%n&£?f3:m%n%£mt%m. & 5 wage 

(9) ffifc<D&M 

a) t b iffiMflS £ h , m (O trCi* £ igife fc^^-fr L & & Bf © Mlffl JJ& (D £ 
- £ If # T § £ S o 
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c) t h^mmmm^mv. *mm®m.fe&m&iz^^v®tcm(Dmmm 
^mo)#iQf(D7TF h-y^ii^tii, ld5om m^comm^mz^^x , 

»^KttO.?Mg/Dil«T« £ <b{c£?£b< teO. 02-0. ll^g/mb Jtt>£?£b<te 
0. 02Mg/mll^TTfe5o 

miz-m<tj:^z.L^MM't^o ivwrnzmmt i, terns, Mt^ni^fru^ 

OT0.0lMg/ilK±, $f^b<^0.lMg/im±. i D£?£b < te2-10/zg/mb 
£ £>^£?£b< «10-24Mg/mK < «24^g/mm_L-rafe^o 

±i3b)^^c) tarn ©stt. -ri3Lt>t>]Ei$mi&. mziE^mmmm\z\^mm^m 
ie nm m x umm m \z x # h - ^> x m m m & u i d 5 o m & m m t b t m t 

;Uft: hffFMIS) X«!l®« (M*-fc£b h*J§IMJi&$cColo205 ; ATCC CCL-22 

2) %mmv. ^mwcotfifa&mmizmiinv, — fcmmmm&^mmMotk^m 

&MTT7 yir-f (Green, L. M. etal. , J. Immunological Methods, 70 : 257-268 (1 
984)) X HLDH7 y -fc -f Kl J; D SJjtTS ° 

T 5 iftMS £ LD5 0{g <h 1" § 0 

LD5ottn^7 y& z>m&mz> z\t%, mmmmz^ o ^m©^*^ 
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aS*IBJfiColo205fc:»-rsitlft"Ptt» 96^¥Jayi/- h©l^$.fe D 100m l©iM 
K:2. 5xl0 3 ©M£;Mb, 37°C, 5% CO^&TTJ&HU tft#:^rlg B«n U 
taiBai%Tfc48l^ra«^fcmfc*BI)fi<0^#**S!lSbfc (KJ»©±4: 110-1 
20m 1) o *mWte&^TU, fSfB^#£ r^HS^:2. 5xl0 3 &^j^B#r P 148B#P B lj 
tiBftTSo 

iestm (mm&) \zM?z>um~c\z. 96twjs^v- h©i^&feD ioomi 

(Dmm\Z7. 5xl0 4 ©M£;|#«b, 37°C, 5% C0 2 #ffiTTi£«b, iri#:^SH^ 
110 — 120m 0 = *5699tel*ViTtt, MiB&#£ r|ffl^^7. 5xl0 4 R££Rj£ll#ra24 

tC^bTLD5Offi#0!l*.fc£O. OlMg/ml (lOng/ml) RJb* £ b < ttO. 1 m g/ilFJl 

^h^XZ>fc#>, 2-100 Mg/ml©LD50«^^T^>irL#;^$ Sfc$?£bVio 
*^0J©irL#^^, ±fB©^#TLD50£8!l^bfc£#fc:, ffi>8HJJSfc:2tbTLD50fi 
Wd^^lOOMg/mmT. £?£b< teO. 7//g/mmT©ttl^tt§fe©^^n 
So ^HJia^^TSLDSO^ViS^^JB^Ig^tt^V^V^S^cJse), 0.02-0. 
lljtig/ml©LD50S^-TS &fcjf*bVi 0 #fC *^BJ©E-ll-13irt#:, L 

-30-10$fC^lXKMTR lfifttt, f©k hJPF«iC^f SLD50#^2-100Mg/m 
1 J^Jb ($1^2-24 Mg/mb SF*b<ttl00Mg/ml) , ffiSHJJ&&c2rr-5LD5 
Offi^O. 02-0. llMg/ml©ttH£^bT£>tK IE#IHj&fcl^T§^IH£ chJMM 

fg m (D n , ^ v x mm * *r)v \z & n s mmm m © m m & mm \zm w b & . 

21217!, r|H«7. 5xl0 4 RO;S^B#M24Bt^J ©^#7fS9febfc <h #©IE# 
M^*f-TSLD50{iti:, r«ic2. 5xlO^Rtf KJ&B#P348l$l?gj ©&#T$BlJ£b 
fei^©^*ffl^{cMT?)LD50'fat©Jt{C-^ViT^f^bT^S o tufB©iID, 

jffljSfc^sLDBoaiS^s^ssf^ttdssf < , wzfflmzMT&LNQfci&wzzmm 

*3Wm&i&tt**aftV>fe8£>. 5E^aBfl&fc^^r«LD50«[tt. «*BBSfc**-rSLD50i:W:tj!E- 
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te^t"£LD50©10f&&±(N/C=10£*±K «£O^£L<k£N/C=10-25T?&9, 
T, JlI^£?£bl>fgH#WC=50, N/C = 50EU:* N/C = 50/&> £ 100, N/C=100EJLt, 
N/C= 100^ 6 1000 £ £> L < teN/C = 250tf> 5 lOOOTfe «9 , fbTI 

L < «N/C=1000£U:T?i&*. 

1IS*SJ0. OlmgTJ/SlOOOmg^^T 

ait, 0 ft ait X It }z «fc o Tg#t StWfS. 

^ixa^t tint s-asttjfi«3&s#vf e> n & . 

MfeJg, U>A°JB, TMU>A°Jfi, #Btt#fifi, PUSS, T 
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miLBB. mmi&, tfkWM. ^ J; -5 B 



it- ^ 



eag -dtt n=£ 



mmtmm b ^ & © *> £ „ 



9* W fcfF^ b#<5 #SR b T «t o 



0 1ft h hiaTRAIL-Rl ; E7^n-^-;i'Jn;#:^^^-r^)/N'f F-^©i@* 
_L t* 4> © C o 1 o 2 0 5 \z Z> m Jfi3E»aM£tt & ^-rm a 

Jb fit 4» © C o 1 o 2 0 5 \z M T § M m W MM m tt £ ^ T HI . 

03H t hJfETRAIL-R2^Ey ^D-t;i'K#£I4T5A'f F — "^©ig* 

Jim * ©HUVEC fcSTT & M?EM & ^T® . 
0 5att» k > h n— ;v) ©Colo205^t)?IESt FEf 

mnmmizN^&mMmnmm$i%:7sk~rm 0 

B5blt »»t FirLTRAIL-R2 ; Ey ^ u-±)Vm^f (H-48-2) ©Colo205RtK 
H5cll F^TMIL-R2^y^n — ±;HK#:(E-11-13) ©Colo205^tKlE 

#k FflTH««fflM{cMT^MJ^5EM^14^^TEI 0 
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05dfi igt hiaTRAIL-R2- : E J U—i- friKfa (L— 30— 10) ©Colo205RC^iE 

# t Mf m m fc § iSffl is $ jg ft & j^-r 0 - 

0 5 eH fflMKh hirLTRAIL-R2 ; e/^o-±JVin;#:(F-4-8) ©Colo205RtXjE# 

in 5 f n »«t bmuii-n^E y ? n-j-jvm* (w-40-5) ©coio205R^iE 

0 5 g(l »«t hirtTRAIL-I^/ £ o — ^-;i/irC#: (0304) ©Colo205R^jE^ 
I5h(l *t$gt: h JtlTRAIL-R2^B J % U-^~)im^ (0322) ©Colo205S:^iE^ 

t h jfF n k $E j& ^ § m m m% m « ft s ^ f 0 . 

0 5 i H ISi^b h*JiTRAIL-R2^y ^n-^;i/JfL#:(KMTRl) ©Colo205^OTm- 

0 5 j H HHRfc htrCTRAIL-R2^y # P— ^;l/irC# (DIM) ©Colo2052WiE3r t 
hffF^KiWJfiKi^*r*«Ilfi5E«l#Sltt*7K*rBI. 

0 5k(t fSSt hirCTRAIL-R2 ; Ey ^D — ^-;i/ifi#:(0304. ir^tfifc MgGifafc 
3«;frn) <3DColo2052StrXjE^rt: MFF^KKBJSfc^f *«Blfi5BSI2llffitt*^*r 0» 

05 »®k htrtTRAIL-R2^6/ ^ n — (KMTRK t^thlgGSi 

#»Mn) ©Colo205WlE^t: hfff^R»Iiafc^*r«»*IBfla5E«l*^tt&^-rH. 

0 6(1 fflfSt hKTRAIL-R2^Ey^n— ^-;VK#E-11-13, F-4-8, H-48-2, L- 
30-10, W-40-5^, lAtg/v^^ffl#: > r3IsIPS0fi:#bfc<h#.©®3K©^:^^*aa 

0 7 11 ilk htaTRAIL-R2^y ^n— ±;Pffitf:E-l 1-13&4, 20, 100m g/V 
0 8(1 3OOmm 3 0MVT>;UC;fctb* ilk bifCTRAIL^^E 7 ^ a— irt#: 

E-i i- n^zo ill g/^ ^ ^ mm B^i^tct^(Dmm(D±^^^ mm 

19(1 lOOmm^M^XfcMb, iSk htftTRAIL-IW^y # n— 
0 3 0 4 £ 2 0 n g/ "7 # X f H #: 1* 3 m M B & # b <h ^ (D ffi 0 © ^ £ £ SHI J£ b & * 
&^t0. 

10(1 lOOmm^iliffi^X^M U *g$£ t hifETRAIL-R2 ; E J Z u-^-jVtfi 
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HI lbtt, fii^-iffiit hfetTRAIL-R2^Ey ^ n-^jV£i#:©Colo2057ftt 

* 

^ ^^it ^ ^ 55 (D m & <d mm 
ut, mmm&siT^mm&tE zizwmizmm-t&fiK ^mm^^mmmiz 



b hTMii-n$LZ£nm®mm±\z^mmmvT^&mm%%z>tc®, b mrai 

7 5 /K&I^V^feb FTRAIL-RlWb FTRAIL-R2 C£AT TTRAIL-R1R 
I^R2deltaJ <hV^) fgil^XS F^ ^ — £^§Sbfc 0 TRAIL-RlRI^R2del ta 
£3— FT^DNAte, PCR^^J:0f^Sbfe o 

a) ifh hTRAIL-RmtKR2^|il^^^ — ©ilM 

^^PCR^ff -5 ililTffl^fc©!! b MRAIL-Rl^I^R2^r] — 

Ft" £cDNA£#J#-T§:/^X5 F^^^-pcDNA3-TRAIL-RlS:lXpcDNA3-TRAIL-R2 
T$>^o pcDNA3-TRAIL-RlSL^PcDNA3-TRAIL-R2«^T©^^T^SS$n^o 
ftt FTRAIL-R1 DNA]S:OTRAIL-R2 DNA.£, -^©5' T^fcEcoRIMB^J^ , ^©3' 

5fc«tc:NotIgB^It^Jhn F >^#wr^^0D# U ^— blSiiRj& (PCR) £frV> 
^fpbfeo b FJ&HS^cDNA (Clontech*±SD 4iS^bT, TRAIL-R1 td^ V>T 
S^^-iLT : 5'-CACGAATTCACCATGGCGCCACCACCAGCT-3' (BB#I#-# 1 ) Rtf 
5' -TTTCTCGAGGCGGCCGCTTATCACTCCAAGGACACGGCAGAGCCTGTG-3' (@B^'J#-^ 2 ) 
TRAIL-R2^0ViT«y^-r"7-bbT : 5' -CACGAATTCGCCACCATGGAACAACGGGGACAG 
-3' (IB?!!#-*t 3 ) 28:^5* -TTTCTCGAGGCGGCCGCTCATTAGGACATGGCAGAGTCTGCATTACCT 
-3' (@BM#^4) ^ML, 7°^^^-PfxDNA#U ^^-if • b-y- 
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;i/x;VftSD MIT, (94°C\ 20# ; 60°C\ 30# ; 68°C> 90#f B 1) X301M 
^;i/©PCRKJft£ff ofeo f!ilfli$nfeTRAIL-RlRmRAIL-R2IB^J$, EcoRI-NotI 
WJf iLT-^fltb, m—WEM-Cffigl-Z tiT VifepcDNA3 (Invi trogenftSS) 
-fcji^bfeo ff>nfe7'7X5 H*pcDNA3-TRAIL-RlRtXpcDNA3-TRAIL-R2t# 
«bfe„ pcDNA3-TRAIL-R2^»^3A^tlfeTRAIL-R2«, MUm^ 7° y-f l/>?f\Z 
J; D^^tlfc 2 ^©^itO^Tr, 1320bp£>cDNA^n — K£n§440X5 7 Sfe^ 

>ypCR~>X5 : -A9700 ; (tfc) n— ^>x;i/V— • >>> A° >%h® 

b) k hTRAIL-RlSLD?R2delta^ig^^^-©l||© 

fc: hTRAIL-Rl^I/R2delta^ii^^^-^^TcD^S^XfjiIMbfco 1-351©T 
5 ymSB^J^f#^>TRAIL-RlSP^^y^F, RU. 1-348©T 5 / miB^J^-oTRA 
IL-R2g|5^^y^ H^e)/^^>S§?i7 0 ^^5 F^^SH"§fcis?)£, TRAIL-R1WR2 
§|5^^^^F©5' ^^^EcoRIMH^J, 3' 5fc^K:NotI@3^J i^ihn K >&ttmT 
^>^<Z)PCR^jS?rfTofeo PCRte, TMIL-Rlfco^Tte^U^^l/^F^-r 
T — 5' -CACGAATTCACCATGGCGCCACCACCAGCT-3' (IB3«-^ 1 ) RtK5' -TTCTACGAGCG 
GCTTATCACAGCCTCCTCCTCTGAGA-3* (MH^iJ#^ 5 ) TRAIL-R2iCO l^Tte;t U rf 
^ ? V-XJ- F7 7^V-5' -CACGAATTCGCCACCATGGAACAACGGGGACAG-3' (I3^J#-S§- 
3) Jk.Z$b' -TTCTACGAGCGGCCGCTTATCACAAGTCTGCAAAGTCATC-3' (E^J#^- 6 ) 
r/^^PfxDNA^U 7^— -tf . RlKpcDNA3-TRAIL 

-RLpcMA3-TRAIL-R2£f£fflbT, (94°C, 20# ; 65°C. 30# ; RlSQZX:, 75# 
FSI) X 251M ^;i/©^#T^ofe 0 ^Ifp^n/tTRAIL-RlROT©^^^^^ 
EcoRI-NotlUfH-ibX^itb^io ^UT^cDEcoRI-NotIi)rjt^EcoRI<hNotI^* 
-e^f^bfcpEFneo^^^ — fcaS^bfec #e»tl7ty^X5 H ^pEF-TRAIL-Rldel t 
r/pEF-TRAI L-R2 d e 1 1 a t # ^ b „ 

c) t hTnii-nj^nnde\tammmm(D^m 

b)Tf^^bfcpEF-TRAIL-RldeltaJ^lKpEF-TRAIL-R2delta^, LipofectAMINE PI 
us ;Vx;VS:M) ^ffl^T, L929IHJ& (American Type Culture 

Collection No. CCL-1) t:IAlfc» it-fg^Ate^Xo. TJKD^&fcTffo fc„ 
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±§«bfeo -V^fett: bTRAIL-Rl^U if t2~±)Vm.^RZS^^m^ MRAI 

L-R2^U ZU—j-)V$iVf (DAK0*±gg) ^fcFACS$?#T£frV^ 3tfc^HA£tl 
fe|B^^G418Wtt©^M^^#L-fefe©«, 351Ti5./®^£>ft£TRAIL-Rldelta 



^lXSUSY 5 y £> & £TRAIL-R2de 1 1 a^«liSffl± f; 



bTU§ £ £ £ 



;i/3948 ; (#0 A°— +>XJ1/Y- • S>>/\°> • 7 7 7^ F/Ht^fAX»i 
<£fflV*T. ^©"?-a7JH:foTff ofc [Mat teucci, M. D. and Caruthe 
rs, M. H. (1981) J. Am. Chem. Soc. 103, 3185-3191 „ U £ V3r=$- F 



iJ2 khS*g4"7^^0^ 



* ^ tT 1 4 # 6 # if Jt 



(SC20)SrXfc Mg/cih7>7>?- > (KCo5) &mm\z&WT %>a ^©T^Xtt 

t higSiijifs^^^^cm^A©^^^^, t Mgi«« h ^>x^— >^^o 

^;f5B©^X t©3SiH}ci; D^fibfc. ^,$cAte, ftBttlgS^Xtfic te£««E 
CDW^JCoViT^^S^Tfa&O, ^3*fi3STfftlfcl4#lfe&#:»rfl- (SC20) 

W*f£**5©48# (Tomizuka. et al. , Proc Natl 
Acad Sci USA., 2000 Vol97:722) fclB*fc£nTV>*. #&B Ki ft Btt I gS 

(KCo5) & % ^ V Z KM (h7>7yxny^-?i>X) T^O, M^LtefFi 
shwildSOfK^ (Nat Biotechnol., 1996 Vol 14:845) fcSB*fc£*lTV>S„ 

S7*CD3£ffiK:«k DiS^S^C'X^tSSeoS© (Tomizuka et al. , Proc Na 
tl Acad Sci USA. , 2000 Vol97:722) fcffi«2nfc#feT##f U Jfo.it + fc k h 
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ida&Lonberg, IBC's 1 1 th Ant ibody Engineering, Abstract 2000 ; Ishida, I. 
et aL, Cloning & Stem Cells 4, 85-96 (2002)), MT<Df&'MmWi\Zffl\,*tz. B 

?&&mmz\%, _hi2^^x©jieww^^B«bfc^^x^<H ess 55 (2002) 
mmm^ 20, 6, 846-850 t>ji^fc 0 tutat bm^M^uT,^ mm 



HMM3 k hTRAIL-Rl^^R2lc^-f ^ k b^&y* n-^;i^#:<7)fj§|§i 
*ll»J^^^^^:y ^n-^-;i/tn;#:(Z)^S^, ^n->^mM^AI 3, 3 

(sigiBf^ ifi^a^ff i99i) #{-iB«4$n^ wtm^mz$t*o 

TiSLfeo &^Jg£bT©k hTRAIL-RlWR2te, $I»J 1 T^MbfcTRAIL- 
Rl^lKR2delta^?iL929lfflia, Xttk hTRAIL-RmtXR2©|ffl|g^M«<i: t MgGl 

t MRAiL-Rn-*f-r§ t b^y ^u~~j-)im^mMm^mm^vx, t 

l^|g^Il-lrf^®b^TRAIL-Rldelta^JiL929$ffl^ (3X10 6 «/ 
£@W£L-T, t: hifL#:^^^r>x^, ^J£Ml^f^MbfeTRAIL-R2delta^iiL9 

(ixio ? $fflis/izc) %mi&\Hiz®\E}?iLMVfco wm%L&fr<b&,m, mmm. 

BWUzmmm. 3;7t«k: hTRAIL-R2©£fflI^it:^£t: MgGl©Fc«£^lS!#L 

tc?>A2M&mmmz%Lmisfc 0 t hirc^^^^xfch mrail-r2© 

#3 0tu^|sl^>/\ o ^K^SMfc^^bfe o 

^^$tlfe^^7;^e>MlR^/X«U >A°ifc^f4K)Mf#U 350mg/nil J* 
SItR^^ - h'J^A, 50^.'fS/iiil ^~>-U>, 50Mg/ml 7; h !/^h7^ S^*^ 
&«?ffDMEMt§ift (3£y*n\i-7-)VJ^)W±m) (£*T r^JfoiitDMEMigi&J <hV^ 
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bT*fflfl&$c£8Jj£L&„— 10% FCS (v-^ftM) Sr^tTDMEM^ife 
3 • H-7-^x;i/tI) (J^T ADDMEM^J t'T, 37°C, 

5 7 EpftTTttUS # 1 x 1 0 8 M /ml t^ibfc^XD 
-V»US SP2/0 (ATCC No. CRL-1581) *^te«Ufii» DMEMigil!j*r3fe#U MskW 

h\z, ffl&Mii bT50% (w/v) #UX9 : I/>ifiJ 3— ;H500 U>#— T> 

A-fAtl) lml k°^ h£3i#U&^£>t$o < D»Dbfc 

— 10% ©^fl&JB Jfn.it (Fetal Calf Serum, FCS) £k^1t>5P 
XHK 757 ^"t- U >(A) , =7-S.~J> (T) (£*T iHATj £ ^5 „ : y^7&D 
*-&W , rSDMEM«fHi* , riS**rs^tK:«kt)fTofc. SSfc, 10% FCStHT (-> 

Ltc mmvz, wrx^^ zu$>^ $>—-?v—y (^z? b>y 2 j y*>v>%tm) 

n — >CDiliR (X^U— n>^) (DM 7°V H-T^14t5 

k h^/^n— t^t 5»i«5i^g!Rlf7 t-f (ELI 

sAj^t^m^tt'fk-fe^v— ^- (facs) , %>2>w3Lmffl&\ztt-?2>mm?et8mm 

HJI^I4S.^»!l5tC^^^ELISA, Mr/^«M6-ef3«t-^FACS»tJf^cfc 

k h&S^nr/U >r$I (hlgr)R^k hfc!£^o:/U >gi»c$fL, iok 
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miz £ V £M-£ tlfz MM X £ M Bfcf S . * XJDft Jt §9 5 ^ ft IS ffl fc: 43 V> T , 

p_ 7^ D - >\Zzs>tf)VZ7U — >%mT : 1-13, 1-18, 1-32, 1-40, 1-43, 
2-6, 2-11, 2-12, 2-18, 2-47, 2-52, 3-1, 3-7, 3-10, 3-23, 3-33, 3-42, 3-5 
3, 1-13-6, 1-32-9, 1-40-4, 1-43-43, 2-6-48, 2-11-5, 2-12-10, 2-47-11, 2- 
52-12, 3-10-19, 3-23-8, 3-33-7, 3-42-3, 3-53-15, 2-18-2, 3-1-7, E-1K E- 
14, L-30, N-18, X-14, E-ll-13, E-14-4, F-4-2, F-4-8, H-48-2, L-30-10, N- 
18-12, W-40-5, X-14-4, X-51-4, X-51-12, A-ll, G-3, H-34, 1-22, 1-35, J-2 
U J-26, K-8, K-16, K-57, L-4, P-28, P-36, W-42, 1-13, X-60, Z-23, 1-39, 
A-4-27, A-4-29, G-3-10, H-34-2, K-57-12 W-42-2, 0304, 0322, KMTRlStXDlMo 
^-nS©5SH-48-2«, ^F^13^ (2001¥) 5£ 18 B tttf^miLfrllkmAmM&Wi 



6) icSIS^tCbfeo H 



f6#^-«, FERM BP-7599~eS>^>o £fc, E-ll-13, 



F-4-8S:^L-30-10«, (200W) 8J§ 8 B #t«JtfBl5i£-tz — 



ffc#-^te, E-ll-13/^FERM BP-7698-efe tK F-4-8^FERM BP-76 
99T&D, L-30-10^FERM BP-7700Trfe^o Sfe, E-ll-13, F-4-8£>ck^L-30-10 
te, ¥^13^(2001^) 10J311 B#tj-T±fB^fe-fe>^ — ^ffl^febfeo 
f6#W, E-ll-13/^FERM BP-7770T&D, F-4-8^FERM BP-7768T&D, L-30-1 
0#n?ERM BP-7769~e&£ 0 £fc> 030443 =kl£KMTRm. ¥#U4^ (2002^) 5£ 10 B 



# n t ±f2^fe-fe > ^ — \z m mmu l e 



^^f6#-^«, 0304^FERM BP-8037 



TfeD, KMTRl^FERM BP-8038T&& 



b: h^S^n^U >igflK (Ig/c) ^^T^, t hifiTRAIL-Rl^E./ 9 

b hTRAIL-RlW12©M^M<h fc MgGlOFcffi^ t^^bfc^ >A°^K 
(£TF, ^ttl^n TTRAIL-Rl-hFcj , rTRAIL-R2-hFcJ t.^o a (ALEXIS*±|gL 
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TRAIL-R2-hFctcP Lttt, TRAIL-R2©S®jfefl.^*£<h bTl-183T 5 7 S> 
feOfelg/B) ) 50. 5Mg/ml U >gfc|g«£S:gfc£* (KT rpBSj £^3. ) iz 
mrnvrzLhtD^Otil-r-D, ELISA^967^^-r iru7V—Y (Maxisorp, *>#*t 
Wk) O&tf aUUfcin*., ^UTlBtF^fe^ W34T:T— Bjfc-r>^:x^- hU TRAI 
L-Rl-hFcX^TRAIL-R2-liFc*T-r ^ n^l/- h^®*$itfeo ±?f£3£ 
T, #^7^;V^yn^^>^^ (SuperBlock (Slt^H) Blocking Buffer, 
PIERCEft@D ££Px., g2&T?30#|ifl-f >^:x^- h U TRAIL-Rl-hFcXttTRAIL- 
R2-hFc^-^bTV^t/^|5{]L^^n^/7 bfeo cOi^iai, x^TRAI 
L-Rl-hFcXmRAIL-R2-hFc^n— >^bfc *7-f ^ 1/— h ^f^ILfc 0 

#^7o:;i/^, ^-^CDA-T^U F — -^©i§*_h?f (50m 1) £JP;U ^^T-eiBfPfl 
MJfc£i±7UIL ^x;]/£0. 1% Tween20^-^PBS (PBS-T) ~<?2lHl$5#bfc 0 

Biosource Internal ionalftig) 10% >y ^ x — X 0 ^MMW^^^h 

AK0S:») ^#^o:;V^100m1To3P^., S^TTf 20^1-f >^ n. h b fc„ 
#^7a:;KcO. 5M^m (100m £JPtU ^Jfr£:lr:£>feo $t«450nm C#fl8 

$cfi570nm) 7?©®^ ^T-r P n y 1/- h U — ^— (MTP-300, 3n^-«^& 
§£) /W !/U F-T0304, 0322, KMTR12S:^DlM(Df^®-r§irL 

ms^i io \zum.(D^m &m ^-nwm b mtnfo \z&x) ±mmm %n o fc D 

^CD^rPPL #5>nfetfCt hTRAIL-RlRI^R2^#(D5^— ^(DK{*©'I4K^S1 
^tKS2fC^To atlte, ^#bfet b^TRAIL-Rl^y ^ □-^;PJfC#:© : th^^ 

^x;&U^^Mtt£^*^fe§ 0 Sx#bfct hfeiTRAIL^^/ Z n 

- ^- ;i/#E#: © it y ^ =y x ^ J« $ S T? & Z> o 
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mm^UtmmO^mz^. #^a:;V^TRAIL-Rl-hFcX«TRAIL-R2-liFc-m 
— 5V >^bfe^-T ^D7V- h^f^iSbfeti:^, ^-^3i;i/^PBS-TT2lHl^#b 
fe 0 TRAIL-Rl-hFcX^TRAIL^-hFc^n-^^ >^im^D7°l/-h©#^ 
rUl/fc, ^M#iJ4Tmf#bfe^-^©7N-f F-T©tg«±?f (50wl) £JP*., 1 

MgG2j5i#:> by MgG3^#:Xteky^tnb MgG4^-f£ (€-2000^1^ 

50/xl/^:n;K The Binding Site^tM) £SPtU S?£TT1R#P*M >^:x^— h 
bfco PBS-T7:3[hI$cML Sliil (TMB, 100m 1/^xJK DAK0%h®D £6-^7 
rc;i/^Snx, ^^TT20^W-T >^rL^— h bfco ^Vi-rr, 0. (100 m 1/ 

V^JV) £#P;L, K^it^fc ^S450nm (#j»S570nm) Tr©®^^^v-f 
^P7°V-h'J-^- (MTP-300, 3 n^-«m%hM) T8!lJ£Lfco £7c, /W:/U 
H — V0304, 0322. KMTRl^rXDlM©f^M-r ZtfimZ, mMM 10fcfB!j£GD75£fe£ffl 

■To 



TRAIL-Rm^^MJC^T^^E/ ^ U — ±Jl<#ifa<DfcJfoUm 
^M#iJlT'^©b^TRAIL-Rldelta^iiL929^IS^mRAIL-R2delta^5iL929IH 
flSK^T^ ^MM4T^#b^#^Ey ^n — j-)Pffifc(DKJfc'&(Dmi%:, FACS 
^WCffo^io 2Xl0 6 /ml(DM^T\ L929IB)J&, TRAIL-Rldel ta^PjiL929iEl&, TR 
AIL-R2delta^§iiL929ffflia?r, l^^^JiiiA^ 0. l%NaN 3 , 1 %FCS^PBS0D 
Staining Buffer (SB) f c jS $ i± D mMWm& (100m 1/I7x;]/) £96^JSy° 
K^h>TV^*>V>ttS) fc^aLfeo St^St (2000rpnu4°C\ 2 

bfe^, ±?t^r^*b, mmm-vmrnvr^-i y*u f— v©ig*_h?f (50 ^ 

1) £iPx.Tjf#U *?^T30^F B 1f^SbT^B, S^^iS (2000rp m> 4°C, 2#) 
LT_t?1f £P&3cbfc 0 ^l/y h^rl00Ml/^7ai;K7)SBT2lEl^?#bfe^, 0. 0125mg 
/mlORPEmT'dlgfi^it^irCt Mg/c F (ab' ) ffiW- (DAK0*±®) 30 /x 1 ^SPtl , 
?MT30^rBl< >^o.^- h bfeo SBT^III^b/c^ 300a lCSBtgIL, FAC 
S (FACScan, h y*> y >*±®) T#M©m^3£S£a^b7c 0 
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©SkU, ^Tn©f/L#feTRAIL-Rldelta^m929^IHMXSTRAIL-R2delta^iiL929 



M^J3^fe«^mM47iM^IEM6^e.#e>tlfefc hifiTRAIL-Rl^ 7 ^ a — ir 

±m&m^x, *raMT&£Coio205 (atcc no. ccL-222) izM-r^mm^ 

i#Stt^i£Lfc„ 10%FCS^^tyRPMI^JfiTrit*LTVifeColo205lBI^^2. 5 

x i o 4 /mi <Dmm\zmmv, ^x.^mni-r-^^m^m-fu-b (^f>^ 

A y3r>V>%tm) fC^bfeo 37-0. 5. 0%M^#^TT24{J#|!gig* Lfc^L 
A-f F-^J**Ji?# S50Ml/^ai;VT?inA, ££>t~, h FirETRAIL-Rl^:/ ^? 

fc MgG(r)#HiWJ ^ p-^^jfL^^^jnb^^^^^^fPSbfco Pl'ffin 

>hn-;VtlT, t hmm^.TRAIL^>A°^K (DAKO^fcM) £i&Siftgn00ng/ml 

lfn>hn-JVtlt, fcFIgG (Biogenesis^) ^^ffib^io 
37°C, 5. 0%^m^^T"e48Ptm^*Urcm, MTSKH (Cell Titer 96 AQ UE0US N 
on-Radioactive Cell Proliferation Assay: 7°uM3%tm) &mmW<Djjmz 

jfc^mmv, ^)v\z2op. i-r ^mmvfc* tszizzvc, 5.o%k1*'xtt2 

POTJ&«Lfc^ ^S490nm (#M:S630nni) T<E>g&^£*7-r £ n V U 

(1420 ARVO ^;i/^^^;i/i7'>>^- : WALLACE) 5hn> 

f u ycDMTcfg^^stbx, ifflfla©^#^^^^bfeo ^^jv<Dmm<D^ 

TfBiUcJ; 0^i±5bfe : (%) = 100X (a-b) / (c-b) (5S4 5 , ate*£ 

fc FinTRAIL-Rl^E/ ^U-^^rn^M^^/^?^) F — TCDi@*±?f >^ 
<7X Colo205^lXt ME#Bf^SM^^^^>*fflIM^EMS«'[4^^-rST$) Q , 
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3 



t hirCTRA I L-R 
1 Saffc 






Co1o205jM 


1-1 3-6 


I gG4 


— 





1-32-9 


I g G 1 


— 





1-40-4 


I g G 1 


— 





I-43-43 


I g G 1 


— 





2-6-48 


IgGl 


— 





2-1 1-5 


I g G 1 


+ + 




2-12-10 


IgGl 


1 





2 — 47 — 1 1 


I g G 4 


+ 


+ 


2-52-12 


IgGl 






3-10-19 


I gG4 






3-23-8 


I g G 4 






3-33-7 


I gG4 






3-42-3 


I g G 2 






3-53-1 5 


IgGl 






2-1 8-2 


I gM 


+ + 


H — 1~ 


3-1-7 


I gM 




+ 


s TRAIL l|ig/ml 









+ + : {frfrm 8 0 %&,± 
+ : 2 1 ~ 7 9 % 

- : 2 0 %J^T 
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t hiriTRA I L-R 2 






Colo205M 


E — 1 1 — 1 3 


I g G 1 


+ + 


- 


E — 1 4-4 


I g G 1 


+ 


+ 


F — 4 — 2 


I g G 4 


+ 




F — 4 — 8 


I g G 1 






H — 4 8 — 2 


I g G 1 


+ + 


_ 


L — 3 0 — 1 0 


I g G 1 


+ + 


_ 


N— 1 8—1 2 


I g G 4 


+ + 


. .. -- 


W— 4 0-5 


I g G 1 


+ + 


+ 


X— 1 4 — 4 


I g G 4 


+ + 


1' 1 " 


X— 5 1—4 


I g G 1 




. 


X— 5 1 — 1 2 


I g G 4 


+ + 




A- 4 - 2 9 


I gM 







G- 3-10 


I gM 


+ + 




H- 3 4-2 


I gM 






K- 5 7-12 


I gM 


+ 




W- 4 2-2 


I gM 






sTRAIL lug/ml 









+ + : tkftm 8 0 %U± 
+ : *k&m 2 1 ~ 7 9 % 
- : 2 0 %£J!.T 



it m b t m e> ^ \z c 0 1 0 2 0 5 $o is \z m m w & m m t § ?t -a # & ^ ^ -m m e> ^ t. w 

MgG(r)#^W#U ^ n-^-;i/tfC#:##ST (t hifCTRAIL-R2^y ^ n- 
± © ^ d x U > 2 &m V* T & «ffl ^litS 

F-^©t«±?i£ffl^T, lESt M^Mft£IBB&T&&HUVEC (Bio 
whittakerftffi) £MT£M^Sf^'l££M^Lfco EGM-2i#J& (Biowhi ttaker 
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o£967WJ£:7°l/- h hy^J y*>V>1tm IZft&Lfc* 37°C, 5. 

o%mm#xi : 'v2mm#mLit&, /wyj F-^i§*±?#£50/zi/t7x;i/-z? 

in*., b h^RAIL-Rl^y ^□-^;i/trC#:X«t birCTRAIL-R2^y^D 

3j?U^ a — *rC#: (z/tf^ttm) &#^x;i/fclO/zlTt?iD^.Jfe. ^ttn>h 
□ -j^UT, thlgG (BiogenesisthM) 37°C, 5.0%m1^XT 

TM8l$IHH&lib&«, MTSgaH (Cell Titer 96 AQ UEOl)S Non-Radioactive Cell P 
roliferation Assay : ^n^^tl) &mW&<DJ5felz$£\,*ffl&V. #£7x;Wc 

nm(#M^S630nm)-ecD^S^v-r^nyix— hU— ^— (1420 ARVO 

: WALLACES) Tfa^l, 5 h n > H U T0DJI5clE*Ji*t bT, 

Ig^EU IC^To k hirLTRAIL-R2^Ey ^n— ^-;i/iri#:^^tta> hD-^t 
©M^^^^IpI— hfcV), t htfLTRAIL-R2^Ey i?n — ^-^^[flcj^HDVECJffllfit^t 

L T m^te £ ^ £ & V> £ £ >ra 6 £ & o & . 



»M47?;M6;^£>#£>fl£:b htfCTRAIL-RlROT^E / & n — j-)V$Lfc&m£.-? 
5A-f^U ^CDJ§*±»*ffl^T, iESt: hJFFfWMHuman Hepatocyte 
(&T rHHSfflBSj (Tissue Transformation Technologies*!:©) \ztt~t 

« 

£M^M*?£tt£ilJ5tbfc 0 ^ lf$C IS HHIffl M^ZTCVMMV , CM5300i§*& (CE 
>%tSO fc^ftbfc. 37"C, 5. 0%M^XTT4. 5NFW**Ufc«, J*ifi©3£ife 

S4) &&V3L)V\zlQu rr^jJU^fco itt3>hn-JVi:UT, bhlgG (Biogen 
esisft®) Stibfc. 37°C, 5. 0%Mm#XTT24P#fWit tlUfclfe, m^BT 
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fatmi^y bn — )Vt(Dm3k\%UU^t)i0t£^^Z2frt>, t MnTRAIL-R2^E/ 



AIL-Rl&tm^y ^ n-±;P^#:£^mg*±?t£rmp Protein A (77yt^ 
^ T^^v-T/t-T^-^-^a^) 8X40cm (AM ^ y F%h®D &m 

Vi, bTPBS, ?§{±ili»£:LT0. 02M (pH 3) ^ 

i^T7 7^f-f^-iSbrc. ^tBIS^telM Tris (pH 9. 0) &mtiQ b TpH7. 2 
#3a^MKb7to IJf®$nfcifE#:^^«, iSflrlil (100002;?/ K Spectrum Labo 
ratories&SD ^TPBS^amo, ?L^0. 22 Mm (D^ >7~? >7j Jl^-mi 

lex-gv uu^r&iS) -e^T&mmv, iit h^TRAiL-Rmrmt/^ 

;i/K#^#fc 0 lfMirC#:©^JS«280nm©®^S^?IJ^b, lmg/ml £1.4 OD <h 

t blaTRAIL-Rl^m2^y ^ D-^;VJfi#^^t?itaJim©flMtt^T©^?i 
{CTfT^feo £t\ t htaTRAIL-Rl^tXR2 ; E/^D— ^-;i/tfi#:^^A-f yij F — 
^>£10ng/ml Recombinant Human IL-6 (R&D Systems*±SK 10% Low IgG Fetal B 
ovine Serum (HyClone&SS) "a^eRDFigitfi (HmM^tt®) fcfiKfcbfco £<£>ili[ 

U> (5Mg/mK tf— T-;i/x;i/%i:®) , i^/-;i/75> (0.0 ImM, zs 

tf^r#.m , SizV^thU^A (2. 5xlO" 5 mM, iy^f^^tm) , lOng/ml Reco 
mbinant Human I L- 6 (R&D Systems*±SSth 1% Low IgG Fetal Bovine Serum (HyCl 
one*±SD ^WeRDFlg^ (IfSlt®) fcfllfcbfc, 7 ^ Xnlzxmmh, A 

-hifcte* 10/zm <h0. 2/xm<7)^^;i/^- (^r;i/^r>it-T x>X%h^) fcftb, /W 
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3£iiIJ3§T&5Colo205 (ATCC No. CCL-222) IzMT Z>MMttmMffi&%:m\mLfca 
10% FCS^^^RPMI±§ii!iTt$*bTl^cColo205IBM^2. 5 X \O A /m\0mm\zmm 

#&Lfco 37°c 5. 0% mm.fi 7,T-?24mmmmvr^ mmtnVF&mmmio. 1 

00, 1000ng/mli;r&<5 £5lzl0/j. l/*y ^JlXImX, $ 6 fci^Kk MgG (r) 
#J#U ^7 o-^-;VirE#: 0>^*±®D 10 m g/mlK:& § £ o \Z, x.)V 

\Z\bti lT^inx.feo m#bfeA-r^U F-VCD— SB fro V^T, i^JrLtMgG 

JVthX, fc h Ml*. TRAILS >A°^K (R&D SYSTEMS*±SS) £Hit^0. K K 10 
ng/ml-e^^Ufe 0 Pt'l4n> >n-;VtbT, t: hiftHSAtri-frS^ffi bfeo 37t:, 

~D(DKm^fcfc D 1 2 O/i llrabo^io &33, 0 3 0 4 tKMTR 1 \Z 

oviX«, ^nx'J ^--e&^-V^irCt MgG (r) tMW^/^n-t;^ 

#££0^73:^ Hit m5lZ$5^X (mm tmW fefxofco ■ZGD^-g-cD^O 
<DfcJfc%k$>fcX) ©§lfi 1 10m 1-Tfeofeo ±§*<D^, MTSIitH (Cell Titer 
96 Algous Non-Radioactive Cell Proliferation Assay: ^n^^ftl) 

m<D^mz^mmv, #^;w;i20MiTo»ijLfc o -^^\zzrc, 5.0%^ 

tfZ,TX2mmmmLfcm, $c:ft490nm (#Mfi630nm) TcD^^T-l' ^ n 
7°U— h U— (1420 ARVO ^JV^^^JVfi V : WALLAC&M) 

MM (Tissue Transformation Technologies&S?, In Vitro Techno logiesft 

®) \zwrz>fflm?£ffimi£&&MfevfZo ^TmsmmM&zrcxmmv, cm53 

OOififfJ (CEDRA&M) V*T7. 5X 10 5 /mKDMmzmMVfemz, #^^;H00 

^^^>v>%hM) ^^ufco 37°c> 5. o%mmfi^yx4. mm^mvr^m. 
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stmigMl «>->zlU> (20Mg/mK S^^ft©) , (7ng/mK 
^*±M) > /WKnnjkf^ (7. 5/zg/mK ->^^%fcM) , k hEGF (20ng/mk 
^h>7^7 + >V>ttfi) -Q^DMEMtnM O^&S) ) X«CM5300tgi-fi^ 

yij H — tcd— §15 \z~d\^~ti^ -V^iati MgG(r)#HW#U # n--j-;vSi#:^^ 

37°c, 5. ox^m^^fx^mmmmv. m^hmmmmco^mt^Km^^r^o ■ 

t>^O0MM^feO0§iai 2 0 y lT$o/c„ 7^^3, 0 3 0 4 iKMTR 
lto^TH ^ U — T&^^irCh MgG (r) fWW^y^n — ^* 

£-D(DfcJfcm$>frr) ©§1» 1 1 0 At 1 Tfeofc 0 *&3t©lfc, PBSTMJ3&&2II1 
iSfc#U ^S-^^;i/fcPBS^100/xlJn^. $S^Triton X-100^^MJtO. 8% fci&S 

<t 5 o m 1/^ ^ ;vT?in fc » 37°c t? i b# b^txv^ mmm & mm $ 
esmitmso v.i/Tyx-)]s&mf3:z>9 6twjs 7>-h b ldht ^ *t \z m b = l 

DHT y-fe^ffiiitH (CytoTox 96 Non-Radioactive Cytotoxicity Assay: ^°n^ 

*50jLtl/^^;WT?tnA, ^S492nni7?c0^7 , eS&^-r ^nyV- HJ — ^— (142 
0 ARVO ^)V^^^)V-t)V>?- : WALLACE) £Tffi!l5£bfco LDH© SI 

il&sUc^DliLffibfco 

#gs£*gE«u ilffllfek:*ipbfc^#©»ft&IRttfc:^ofc^"7 7te:, &ffifemm\z 

5 a—lMU^ig 5 tlSto ®5fo*5V^T, HATH!! (-#-) 
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jEfirt: hfc^mmm&. nvm~e&n (— ♦— ) ttcoio205SHfla^st)-r. 

HI 5 k, 0 5 lte^Jnt: MgG(r) #^ftJ^U £ p— ^JI/^#:£^iqL&^iim 
(Dffigk&yjk-to iffiMb h^TMIL-R2^ 7 ^ D-±;i/irLf*<Z)^:Si0IIH^Co 

lo205, ^r^IE^h Mf^MiH^^^i-^M5B^?§'l4 (LD50-fii) 

^:J3l0IEIIiaColo2O5^^t-^LD5Ofit«, 96^^F^^ C 1/— h ©lTt^fe D 100 
u \(Dmm\z2. 5X 10 3 ©^^^SSb, SBfik b ifCTRAIL-R2 c E y ^7 d--^-;p 

lE^t HT^M)l£Kl*lT£LD50{iiKi, 967W)g:7V~ h © lTt^fc D 100 m 1© 
if^{-7. 5X10 4 ©IEM^ (fchfHM) «ib, MBfifMt: h^TRAIL-R2^ 

ft 3 > h n — ;i/ <h It i|£ b T 0J £ \z Col o205*fflfla fc*ffllfe*E & ^^i" £ IS'tt^ & 
^i^^6^i:^:ofeo £6>te:, ISS^t h^fLTRAIL^^y ^ D — ^-;i/^[#:E-ll-l 
3, L-30-10. KMTRlte> t hlM^SaTRAIL^»Sm«-48-2^i;b^bT, t ME 

KMTR1«^«4©^^J; DTRAIL-RltTRAIL-R2t©Ml-'-tiy^-^M'& 
§ £ £ ;W 6 ^ £ & o T £5 £ © fei-f* teTRAIL-R 1 £ TRAIL-R2 £ © <H % 6 © 1/ 

L-30-10^10/ig/ml^ffFIB^^^JPbTfe^#*5O%J^±^^b^^ch 
frB, L-3O-lO0LD5O«lOMg/mm±-IrS^)o ^#ift£;R£*£#^£ 7° n y h b 
7t^^7^5lHf®ft#fci; DLDSO^^adfechil^. 24Mg/ml <h|ptfi2 ti7t D 
F-4-8te0. 1 /z g/ml £JFPM«}in b feB#^T^#^^50%J^T~T?S. o £ t <b > 
F-4-8©LD50«0. Ug/dKTTS§ 0 L-30-10i|ffI^(3|lI!»ft^{cS^ViTLD50 
&mWhtci&%k, 0. 002 m g/ml <h»tB$nfco KMTRlRI^DlM©LD50a, ife^lO 

Mg/mm±T^^r<h^^Sllbfeo £7c, t^ibMgG(r)#l^'J^n- 
:Hl^#:£«bT^&V^ (&T rm^©B#J . KMTRltelOO/z g/ml© 

*tl # * § » L T if II IB m (D ± # * ffi 5 0 % $ T IhJ £ H t fc* $S o fc £ <h ^ 6 > 
m^©Pt©LD50«100Mg/mm±T&§ HtMlfc. 

IE#h M : FMflS©LD50^Colo205IH^CDLD50©f5I'f§"TrS>§^, (N 
/CJt) ^jR^feo »«K#E-11-3«N/C=25.45 (10«JBU:K DIMteN/C 
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=67J^± (\m&s±) , omm&(Dmm/z=5o aomu-t) , l-3o-io«n/c=24ou 



5 



#fMt: hin;TRAIL-R2 




Colo205 


N/CJt 


*n:#: 


LD50 (jug/ml) 


LD50 (ng/ml) 




E-ll-13 


2. 8 


0. 11 


25. 45 


F-4-8 


0. 002 


0. 02 


0. 1 


H-48-2 


0. 12 


0. 15 


0. 8 


L-30-10 


24 


0. 1 


240 


W-40-5 


7. 47 


0. 7 


10. 7 


0304 


0. 002 


0. 02 


0. 1 


0322 


0. 06 


0. 04 


1. 5 


KMTR1 


>10 


0. 04 


>250 


DIM 


>10 


0. 15 


>67 


0304 (#$0 


1 


0. 02 


50 


kmtri cmd 


MOO 


0. 1 


MOOO 


t Mam^-MTRAIL 


0. 25 ng/ml 


2 ng/ml 


! 0. 125 



U251« (WWII**, mffiz? — >n>2 No. RCB0461) , JurkatM 

(Tiis§'j>Aiaf, ^B^mMw^mtm) iz^^xmivtc* U25im^ 

ttSK^Ttt, %ft3pm.7°U— hOM^&fcD 100 m lCDigjfelCl. 0xl0 4 <£«&£ 
iiL, 37°C, 5% C0 2 #ffiT-e*S3il^ JrC#: £SB«JU fufB3titTte:48P#F B l 

50fS WuteMg/ml) ^^t. 

E-11-13©U251M^T£LD50:0. 3, JurkatlfflBS^^^LD50:0. L 
L-30-10©U25Ufflfl^fc^1- ; 5LD50:0. 17, JurkatM&}C$-r ^LD50:0. 13 c 
H-48-2 ©U251lffl^^^j-r^LD5 0:0. 24, JurkatM^Mi"^>LD50 :0. 07 o 
F-4-8©U251«^?rr£LD50:0. 03, Jurkatmfc£f-T£LD50 :0. 004 o 
W-40-5©U251^lS^^f1-^LD50:l. 0, JurkatlHBa^^f ^LD50 :0. 48 c 
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fc, AJJIMiaColo205^5XlOV^^^ilS#:-e#«L.7to MIMPhI-IOB^JC 

^SS-ST^XS^SVi^? E^lS¥ibTI¥^^b7to iB^gv^^(7)0Ji$p^^, 
MS^Ifc K 4. 20, 25, 100 1± g/^XflI#: (200^ KDPBSKl^Lfc^©) £ 
*£#b, JKJfc©;*:#$£S!l5£bfc. m$<Dmi$i^> bu—)V (Control) tlx, 



#E-11-13> F-4-8, H-48-2, L-30-10, W-40-5^1 ul g/^O^ffl#:TS-^bfel¥T: 
H-48-2^ra:l|t:^JI£>tl, E-ll-13, L-30-10, F-4-8> W-40-50DJHST? JftJffi 



^mfrzm^vT&fc< h&nBmfemmmm~^m^Mfimmznfr (H-48-2 

E-ll-13^4, 20. lOOMg/^^XfH^TrS-^bfe^Tr^. iS-^Lfc^X^T 

SI 43 § JBiH^f* © jgE^p ttRT©I 0 S ^> o 
SJlEli£#2 Bfi: (07©9 0t:iS) <£ffi-l»ft<D^i£)tel09. 5mm 3 , 
#JIUi£#4 Bit (0 7 ©1 10HiS) (DMmmM<D^mb. ImmK 

6Bt (HI 7 © 1 3 B fcMMO <DMm^m(D^mmA. 3mm 3 > 

wmn-^- sat (0 7(7)1 5B \zmm) <Dmm&m<D¥i%mi. umh 
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i iBt cm 7 01 8g izmm <Dmrnwm<D^\±n. 9mm 3 o 

S#ffli4 Bm©M-«#:fI«IU85. WT&D, 14% J^±0ll!»0ffi/h^|ga6 
¥^bT^3OOmm 3 <h/S;^)iS0"T^X 7 IZE^l-|¥t bX. E-11-13£20m 

ftllHlig^ 23t (1801 10 ^M^) ©ffifllffcff 0TOte246. 9mm 3 > 
U@S4 4Hf ()E] 8 CD 1 3 0t:iS) <Dmmmn<D^i%Um. 8mm 3 , 
1<0IfiIS#5B^ (B8©14BfciS) 0JB-*#:1«0^«146. 2mm 3 , 
#J®&# 6 B?£ (0 801 55 icRMO ©IIft:t0¥K|«llO. 8mm 3 o 
?UIhI^^-7B^ (0 8 0 1 60 Knfl^) CD«{$acDWte82. 7mm 3 „ 
«atUS-^9 Bit (0 8 CD 1 8 B KRMi) CDB^#:^0^±fe|^57. 5mm 3 o 
D3tHlS# 110t (1802 0 0 fcM^) 0M{« 0^^3:81. 3 mm 3 o 
■mm^ 13 01 (08O2 2 0 izmm) 0®«{£f*0WW;lO8. lmm 3 0 

wm&-$- is am (0 8024b izm^) (DmmmM<D^mt.m. 8mm 3 0 

*HIIli£# 1 8 011 (08©27B \zm^) (DMMWm(DW-^Um. 3mm 3 0 
S-¥§SM4 B^0M*#?««^181. 8mm 3 T& 39%«±0ffi!*0,1g/I\/^ila£> 

O3O4lfL#:0M14i¥««J^T0lll^fTofeo 6 j®^'0Balb/c^ — FT^X (B* 
ZV7 (*) *±£t)IffA) 0Wg|5^T(^ *J3i-ffi|fflJfeColo205^5Xl0 6 AT^;MH 

to vxmi oomm 3 {c & ^> -5 Kria-is^ ^ xmzmt. vxm& nvfco tRm^*y 

-X00JSI*HC, mmtftfc IQng/^Vxmi* (2OO/il0PBS(C?§^¥bfefe0) £i£ 
B-»0^:^$^iaj^bfeo 0304^20 Mg/^^XiEI-^T 3 ®PSBi&-^ (^ffi 
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wm& J *2 am (09©ioh \zmm) (Dmm^mwmtm. 092mm 3 , 

|]0g4 4 Bit (0 9 © l 2 0 fcM^) cDjJWf*ft©TO«34. 138mm 3 , 

#j[hi$£# nan (i9©i9B iztm) <Dmmmn<D5fi%m. mmm\ 

n-^mt^4 B^(DMmmnm^d4. 138mm 3 T&D, 65%U_h(Dfi»©,«/jN^fg 

ifgi^TK:, ^§ffimcoio205^5xiov^xm*Ti^*bfeo itioai 



K b fcffi-lS©;*:^- $ £SJ^ b , IM©;*:^ $ OT*^ b TltJ 100mm 3 fC7£§ 5 

Mg/V^Xilft (2OOMl0PBSfc?Mbfct>0) £r&-^b, Jfi-»0*# $ 
b^io hn-;i/ (Control) £bT, t: hKHSAtn;#:^^^ 

bfco 0304^25/Ag/-7^Xfi^7?3 tUS^ (Sffi 1 0 0H 1 3 011 150f 
bfci$Tte, ^bfc^^X^Tlc43V^TlrLjll-«^^mi$n7t (HI 

i o) o mmfam(DmmmktesiT(Dmo-?:$>^fr<, 

«JIUS# 3 0f (01 0(D1 30 ICM^) 0M«{*f* 0^^3:54. 626mm 3 , 

^dihis# 50t (HO0150 izmm (DMmmn<D^t%m2. 357mm 3 , 
&iihij§:# 80m (0io©i80 \zmm (DMmfcmo^ms. 895mm 3 , 

fflm&-¥ 12 0f (0 100220 ^MS) 0«5©#f*0¥^«14. 377mm 3 , 
®}\e11&-¥ 15 011 (0 100250 \zmm) (DWmm%(DW-m^. 654mm 3 , 
Wm^l 90i (01 002 9 B\zmm) 0«-*{#»©TOte27. 565mm 3 , 

2 5Bt (0100350 izmm) (Dmmmt.(D^mo. 802mm 3 , 

£0111$:-%- 2 9 0t (0100390 fct^) 0B=»#:f<0¥i%«27. 092mm 3 , 
100^4 3 2 0t (0 1 00420 0|l^#:a0¥^«32. 921mm 3 o 

#HHig^ 1 2 01 (01 002 2 0 fcRMS) fc. 5 125 4 1 3 ET?J83»0?8£ca*?£ 

ftllUg:-^ 3 0^0ffi##fI« I F±^54. 626mm 3 T$> D , 45%^_h0ffi5»0|g/h^ 
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Bfc&nfc. 5 0m©II=lSf*?I© 5 PiSj«32. 357mm 3 T^D, 65%J^ 

&43, H9XrXl 0 JccfeViT, rvehiclej fci ffifc % \z1btz. vmM't 

bT&JBbfcPBS (200m 1) £^Tc 



0304, KMTRIH^KS^I 1 1 fc&^T^nT V^J; -5 ifC^^^CBt Kl 33 V> 
T«Blfe^»*«ttRt^fiifi*jgtt^^*rtri'*Ji, TRAIL-Rl]Rt*/XH:TRAIL-R2£: 



mmM 1 3 Sl«t ht/tmiL-Ri;RtfTRAIL-R2 ; Ev' 9 n — ±;i/#C#:<E>TRAIL- 
RlS.tKTRAIL-R2^^f*l"'5ln-aiifP# 

^JEM 10ri> S> # 5 nfcflMtt t h taTRAIL-R^E J ^7 n — ±;Hfi#:<Z>TRAIL-Rte2f *T 
Sj^gSftrtt^ KT»c:E«*r *^tC«£oTBIAC0RE 2000 ({f73 7ft^tt 

1) TRAIL-Rl-hFc, TRAIL-R2-hFc(0@^^ 
TRAIL-Rl-hFcX«TRAIL-R2-hFc^l0mM Acetic Acid (pH4. 0) TH^SIO n g/m 

Wm0J»IB«©^^fc^^fc„ TRAIL-Rl-hFc^mRAIL-R2-hFc©^^^U >^ 
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-Lffi£#fcJ;*K -fc>1f— J-v ^±(dTRAIL-Rl-hFc^377. 4RU/^0^fc£n, T 

RAiL-R2-hFc#495. 4Rwmfeitz titcz. tfimm-znfro 

2) 

20Mg/ml©ll©t hin;TRAIL-Rl^:7i7n-^-;vm{* 2-6£, TRAIL-Rl-hFc £@ 
te^ bfc-k >U— 2/ ?±\Z2ftmmn L, ta#J&*TRAIL-Rl-hFc t jjg-g- b 21 1 
&flfcBbfc. -££>^ 50 mM NaOH£r 15#Pt»#D I, Sg^bfeJt^^TRAIL-Rl-hFc 

bfeo ISfeUfcTMIL-Rl-hFcfcMU ^5120^ Ik hiriTRAIL- 

Rl^E/ Pn-j-jVffife 2-6^KINJECm (I^PbIM^. 1 ^ra^SH) TSSiBbfc 
ftfc50 mM NaOH*15#M»iWb, TRAIL-Rl-hFc£??3E£i±£, <h 1t-T ^ 

NaOH©153U>M»ln7?, TRAIL-Rl-hFc^^fllf § £ < n« £ 

tiu-ofco mmcDmt^. trail-r2-iiFc ^m^tvr^yv—^-yy°t20ug/m 

KDmMh h*TLTRAIL-R2 ; Ey ^ p — E-ll-13$ffl V^Tff ^, IWJDI?^ 

#T?TMIL-R2-hFc#q?^1ig-r&£ 21 £. **Bb&. 
3) *B2^tt*f 

ilt hirCTRAIL-Rl^E/^ n — ^l/fcvffc 1-13, 2-6, 2-12^^tl-?tlHBS-EP 
(H7 3 7ft^ifi) T\ 2. 1, 4.2, 8.4, 16.8, 33.5, 67.0, 134. OnMfcgfcffif 
#K#©^9R2?!l*dKJS20jt£l/^7fKINJBCm (2^^, 6#|H|jB 
Ml) £ffl^TJl|fiK:»nL, ii>it-^^A^lX#UfCo K«KI, ilk htfiTRAI 
L-R2^&y Zu-ir)\>%KW. E-ll-13, L-30-10, H-48-2, F-4-8, W-40-6, X-14-4S 
^tl^tlHBS-EP 3 T, 0.52, 1.05, 2.1, 2.09, 4.19, 8.3 

8nM^im b fmb, #^#©^^J£^5£20Ml/#^KINJECra (2^^^, 

■etl^n©iz:>it— ^A£JBV>T\ BIAevaluationV 7 h ver3. 2 (kfTnT* 
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5£^&§g) ^J; Dkinetics0tlfSrfTofeo Fi 1 1 ing model t bTBivalent model 
^JB^TGlobal fitting^ffV^ ffi&mmfeWc, 

^o-ocD^^^S^tB^n^^ifl^^: (Kdffl) ^^mtfco fitting^ 
ffi Vifc-fe>^-^^A«3> hn— $ h Kibuf ferif IEb7t 

^^^^6^tXS7 fc^to ^©kasste^jM^^, kdisste 
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mWk^ htrtTRAIL-Rl 


kass (1/Ms) 


kdiss (l/s) 


K D (nM) 


1-13 


1. 08X10 6 


4. 58X10" 4 


4. 24 


2-6 


1. 62X10 5 


1. 86X10' 4 


1. 15 


2-12 


1. 63X10 5 


7. 80X10" 4 


4. 79 
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mU\i h*riTRAIL-R2 


kass (1/Ms) 


kdiss (l/s) 


K D (nM) 


E-11-13 


5. 27X10 5 


3. 84X10" 5 


0. 0729 


L-30-10 


6. 13X10 5 


1. 44X10" 3 


2. 35 


H-48-2 


5. 75X10 5 


1. 58X10~ 3 


2. 75 


F-4-8 


5. 63X10 5 


7. 05X10' 4 


1. 25 


W-40-6 


1. 74X10 5 


2. 92X10" 3 


16. 8 


X-14-4 


6. 55X10 4 


2. 93X10" 3 


44. 7 



(1) E-11-13, L-30-10> H-48-2trC#:me^©cDNA^n-- ^tftmM^Z ¥ 

A-T^U H-TE-ll-13, L-30-10, H-48-2^ lOng/ml Recombinant Human IL-6 
(R&D Systems^®), 10% Low IgG Fetal Bovine Serum (HyClone*±®D -a^TeRDF 

tft#cDNA(DpT^M^CD^ >^te, SMART RACE cDNA amplification Kit 
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5ng<Dtotal RNA£^ 



mt it, 



1st strand 



PCT/JP02/04816 



1) 1st strand cDNA (D-Brfo 

Total RNA 5jug/3jul 
5'CDS ljal 
SMART oligo l,al 

5XBuffer 2jul 
DTT 

DNTP mix ljil 
Superscript II 1 ja 1 

$e>^> lOOjLilc^Tricine Buf iei&M^fc'i^ 12°Cl: 7 >^n^— h U 

1st strand cDNA£3£#Lfc = 

2) pcR^j;^sii«f5^s mmm&^cDmm&zsmMTitfifcmm^p <dw 



cDNAcDif ifigKlte:, Takara%tGDZ-Tao£ffl^7t 0 

cDNA 2nl • 
10xZ-TaQ Buffer 5^1 
dNTP mix 4^1 
Z-Taq l|ul 
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mm<DMm\z\Z, UMP (SMART RACE cDNA amplification Kit ; pu — ^vtr 
ttS) T— (5'-GGT CCG GGA GAT CAT GAG GGT GTC CTT-3') -(MM 

#■^7) 98°C1^\ 68*C30#©iM ^;i/£30®ti D jgbfco £ 

<DR*&8clnl£$ISi:L» NUMP (SMART RACE cDNA amplification Kit ; — 
>f>^tti) thh-3 ^7^T- (5'-GTG CAC GCC GCT GGT CAG GGC GCC TG- 
3') (gB3&J#-*t 8 ) %m^T, 98°C1#, 68°C30#©it-f ? )V 2Qmm K) M V tz a 
Z.<D&., itHLfcPCR^to&PCR purification kit (^7^>tl) fcJ;Dlf 
Mb, hh-4 (5'-GGT GCC AGG GGG AAG ACC GAT GG-30 (IBM#^9) &y°?^( 
T-tlT. ttSE3?a©ft3£*ff ofc. Sa^iJ'I* E-ll-13, L-30-10, H- 

48-2(D 3 £ n — >ttN5fc««©ffi2?!I*s— SbTV^ E hifift-fo~Dfz.tz.isb^ *dr^2 

tnH48KBgl(5'-ATA TAG ATC TCT CAG TTA GGA CCC AGA GGG AAC 03') 

7c o il^)^^^ ^ — ttnGHNhe (5'- GAT GGG CCC TTG GTG CTA GCT 
GAG GAG ACG G-30 (SH^J#^11) ^TPCRSfr (98°C1#\ 60°C30 

#\ 72°C30#) , S$B*B«cDNA»fJT-&SalL Nheragfcb, |WJ— fitil^ti 
TVifeN5KGl-Val Lark^ # ^ — (idec Pharmaceuticals, N5KG1 (US patent 
6001358) — ) !;iAt/fe= # A $ nfcga^i^d i rec t sequence 

<fc fc: «k B flHg U fc: . 

UMP (SMART RACE cDNA amplification Kit ; ^P — >5^^&ag) £ 
hk-2 (5'- GTT GAA GCT CTT TGT GAC GGG CGA GC -3') (l2^J#-*t 12) 
^7^Y-Sfot, 98<C1 68 t C30#cOit-T ^;VS30IhI»D 5SbXJi*ibfco 
£5>KL\ ilCDRjS^ 1 jil&«FM fc NUMP (SMART RACE cDNA amplification 
Kit ; ^D — >^y£7#:$D <hhk-6 (5'- T GGC GGG AAG ATG AAG ACA GAT 
GGT G-30 (BE#!##13) £JB^T, 98°C 1 #\ 68 o C30#CDit-T ^ ;i/^20IU^ 
Dllfe. JSipSbfePCR^^^PCR purification kit (^7d*>*fc 
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M.) f"<=fcD#SI6cL. hk-6 (5'-tggc ggg aag atg aag aea gat ggt g-3') ~7°^7 ^ ^ — 

£^J3Lfc 0 BH^lJfiS^RSSlc:, tnH48Hsal (5' -ATA TGT CGA CTA CGG 
GGG GGC TTT CTG AGA GTC-3') (1H^J#^14) ££-J55tU, Z\(Dy a ^^^ — 
&m^T, fcttJ$fofr?> i bmm&&:feV?to #I^^7^ ^tnCkBsi (5'- 
AAG ACA GAT GGT GCA GCC ACC GTA CGT TTG AT-3') (SB^J#-*t 15) £ 
JB V>TPCR£fr^ (98°Cl?jK 60°C30fjK 72°C30#) , Jg^if "PScDNABr it § 
BgllL BsiWITtgfbU #*T?#Pfi!$nTVafcN5KGl-Val Lark^37-^5J| 
Abfc„ #A^tlfeS3?fJ^direct sequenced oTtft^nfefc^tl^-- Tab 

<E-u-i3 mm pimmm> (@b^j## i6) 

GTCGACTACGGGGGGGCTTTCTGAGAGTCATGGATCTCATGTGCAAGAAAATGAAGCACCTGTGGTTCTTCC 
TCCTGCTGGTGGCGGCTCCCAGATGGGTCCTGTCCCAGCTGCAGCTGCAGGAGTCGGGCCCAGGACTGGTGA 
AGCCTTCGGAGACCCTGTCCCTCACCTGCACTGTCTCTGGTGGCTCCATCATCAGTAAAAGTTCCTACTGGG 
GCTGGATCCGCCAGCCCCCAGGGAAGGGGCTGGAGTGGATTGGGAGTATCTATTATAGTGGGAGTACCTTCT 
ACAACCCGTCCCTCAAGAGTCGAGTCACCATATCCGTAGACACGTCCAAGAACCAGTTCTCCCTGAAGCTGA 
GCTCTGTGACCGCCGCAGACACGGCTGTGTATTACTGTGCGAGACTGACAGTGGCTGAGTTTGACTACTGGG 
GCCAGGGAACCCTGGTCACCGTCTCCTCAGCTAGC 

<E-n-i3 mm^mm.^> (mzm^ n) 

MDLMCKKMKHLWFFLLLVAAPRWVLSQLQLQESGPGLVKPSETLSLTCTV 

SGGSIISKSSWGWIRQPPGKGLEWIGSIYYSGSTFYNPSLKSRVTISVDTSK 

NQFSLKLSSVTAADTAVYYCARLTVAEFDYWGQGTLVTVSSAS 
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<E-u-i3 mmvj^wtm,> m^m^ is) 

TCACAGATCTCTCAGTTAGGACCCAGAGGGAACCATGGAAGCCCCAGCTCAGCTTCTCTTCCTCCTGCTACT 
CTGGCTCCCAGATACCACCGGAGAAATTGTGTTGACACAGTCTGCAGCCACCCTGTCTTTGTCTCCAGGGGA 
AAGAGCCACCCTCTCCTGCAGGGCCAGTCAGAGTGTTAGCAGCTTCTTAGCCTGGTACCAACAGAAACCTGG 
CCAGGCTCCCAGGCTCCTCATCTATGATGCATCCAACAGGGCCACTGGCATCCCAGCCAGGTTCAGTGGCAG 
TGGGTCTGGGACAGACTTCACTCTCACCATCAGCAGCCTAGAGCCTGAAGATTTTGCAGTTTATTACTGTCA 
GCAGCGTAGCAACTGGCCTCTCACTTTCGGCCCTGGGACCAAAGTGGATATCAAACGTACG 

<E-n-i3 mm ~pimmm> (mzm^ 19) 

MEAPAQLLFLLLLWLPDTTGEIVLTQSPATLSLSPGERATLSCRASQSVSSFL 
AWYQQKPGQAPRLLIYDASNRATGIPARFSGSGSGTDFTLTISSLEPEDFAVY 
YCQQRSNWPLTFGPGTKVDIKRT 

fiilDNAOf^iRH^*«, IB3«-^16©5' *^e>30#@<Z)7^n> (A) 

« d s s atg n f>-«d, mi^^mm tmnmm&mmtt' £461# g 

©T5^^> (A) i:462#g©^T-> (G) fH3 t^eT £ o 757MI:^^ 
Tv mfI"nJ^M^^lH^J#^-17CDN*m^e 144#gCO-feU > (S) B**t?T?2& 
D, 145#@©T^ — > (A) BH$MS«T$5, iS^tlfcliSieSCDN 

**^«fi^J: t) , mm<o ^ if ± jvmmtmn^mi <D^m ^ x> 26#s©-tru > 

(S) fig^{$©N7N^«iH^J#-^-17©27#@(D^;i/3 7 ^> (Q) 

@llDNA(DiliRIB^ * ffi^J#-^18©5' 5fc«|j&> £> 35# @ <BA# 6 « C S ^>ATG 
3F>TSD, "Sir2e««»a:5 , 5|cS8A^415#@©75*~> (A) 75 

5U##19©N**«fcD20#B©^U^> (G) J&^#©N*8m@a?iJ 

#^-i9(D2i#@0^;v^5 >m (e) -pft^ut^is^tftofc. 

L-30-10ailRr^M^^ Rt/««l'STXfi«*3— Ft-^DNAMmcSif pJ^IM 
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<X-30-10fiJS"i>r£««> (IB#l#-*t20) 

GTCGACTACGGGGGGGCTTTCTGAGAGTCATGGATCTCATGTGCAAGAAAATGAAGCACCTGTGGTTCTTCC 
TCCTGCTGGTGGCGGCTCCCAGATGGGTCCTGTCCCAGTTGCAGCTGCAGGAGTCGGGCCCAGGACTGGTGA 
AGCCCTCGGAGACCCTGTCCCTCACCTGCACTGTCTCTGGTGGCTCCATCAGCAGTAGGAGTAACTACTGGG 
GCTGGATCCGCCAGCCCCCAGGGAAGGGGCTGGAGTGGATTGGGAATGTCTATTATAGAGGGAGCACCTACT 
ACAATTCGTCCCTCAAGAGTCGAGTCACCATATCCGTAGACACGTCCAAGAACCAGTTCTCCCTGAAGCTGA 
GCTCTGTGACCGTCGCAGACACGGCTGTGTATTACTGTGCGAGACTGTCAGTGGCTGAGTTTGACTACTGGG 
GCCAGGGAATCCTGGTCACCGTCTCCTCAGCTAGC 

<l-3o-io mm^^mm> (e?ij#-j§ 21) 

MDLMCKKMKHLWFFLLLVAAPRWVLSQLQLQESGPGLVKPSETLSLTCTV 

SGGSISSRSNYWGWIRQPPGKGLEWIGNVYYRGSTYYNSSLKSRVTISVDTS 

KNQFSLEX.SSVTVADTAVYYCARLSVAEFDYWGQGILVTVSSAS 

<l-3o-io mm ^i^mm> 22) 

AGATCTCTCAGTTAGGACCCAGAGGGAACCATGGAAGCCCCAGCTCAGCTTCTCTTCCTCCTGCTACTCTGG 
CTCCCAGATACCACCGGAGAAATTGTGTTGACACAGTCTCCAGCCACCCTGTCTTTGTCTCCAGGGGAAAGA 
GCCACCCTCTCTTGTAGGGCCAGTCAGAGTGTTAGCAGCTTCTTAGCCTGGTACCAACAGAAACCTGGCCAG 
GCTCCCAGGCTCCTCATCTATGATGCATCCAACAGGGCCACTGGCAGCCCAGCCAGGTTCAGTGGCAGTGGG 
TCTGGGACAGACTTCACTCTCACCATCAGCAGCCTAGAGCCTGAAGATTTTGCAGTTTATTACTGTCAGCAG 
CGTAGCGACTGGCCTCTCACTTTCGGCCCTGGGACCAAAGTGGATATCAAACGTACG 

<l-3o-io mm^i^m.m> (sb^jh-^ 23) 

MEAPAQLLFLLLLWLPDTTGEIVLTQSPATLSLSPGERATLSCRASQSVSSFL 

AWYQQKPGQAPRLLIYDASNRATGSPARFSGSGSGTDFTLTISSLEPEDFAV 

YYCQQRSDWPLTFGPGTKVDIKRT 
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itc^^ATGn f>t?$.d> wins 

<d7t?~> (a) t462#a©^m> (G) Mtcte«*ra. T^ysE^fc*^ 

145#@©T^-> (A) Kft^S^li^T&So Mfe^BB^rpftlV? htfx 
7 (Signal P ver. 2) K«ktK SiI©->^^-;HH^J«E5 ; iJ#-^21©N*^<J; D 26 
#S©-feU> (S) *T?t^W$nfc. SM^tifeSiiMSH©N*$i^WfcJ: 

^^©N5fcflg«SB^I#-^21©27#@<D^;i/^^> (Q) Tfe & 21 £j&*9§ S> 

<i«HDNA©»wiHi&jfett, mmm^22(Db' miffifr s 3i#@ ©a*> & «c * ^atg 

Rr^^^»5'*^^5411#@©T^~> (A) S"CTfe§ 0 7$ 
ymE^Jfc43ViT, W^M^ttBB^J#-^23©N5fcSg^e>127#acDU> ? > (K) £ 

5B#-#23C[)N*«l«fc tJ20#B<O^U >-> (G) ^T?-eS>D, j£^#©N5fc^fcJ:Be?!I 
#-^23©21#a©^;P^$>m (E) Tab«Cl«5:^e>^t75:r>feo 



<H-48-2«§IpI^M^> (MH^iJ#-^24) 

TCGACTACGGGGGGGCTTTCTGAGAGTCATGGATCTCATGTGCAAGAAAATGAAGCACCTGTGGTTCTTCCT 
CCTGCTGGTGGCGGCTCCCAGATGGGTCCTGTCCCAGCTGCAGCTGCAGGAGTCGGGCCCAGGACTGGTGAA 
GCCTTCGGAGACCCTGTCCCTCACCTGCACTGTCTCTGGTGGCTCCATCAGCAGTAGTAGTTACTACTGGGG 
CTGGGTCCGCCAGCCCCCAGGGAAGGGGCTGGAGTGGATTGGGAGTATCCATTATAGTGGGAGTACTTTCTA 
CAACCCGTCCCTCAAGAGTCGAGTCACCATTTCCGTAGACACGTCCAAGAACCAGTTCTCCCTGAAGCTGAG 
CTCTGTGACCGCCGCAGACACGACTGTGTATTACTGTGCGAGACAGGGGTCTACTGTGGTTCGGGGAGTTTA 
CTACTACGGTATGGACGTCTGGGGCCAAGGGACCACGGTCACCGTCTCCTCAGCTAGC 
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<h-48-2 mm^mmm> (mmm^ 25) 

MDLMCKKMKHLWFFLLLVAAPRWVLSQLQLQESGPGLVKPSETLSLTCTV 
SGGSISSSSYYWGWVRQPPGKGLEWIGSIHYSGSTFYNPSLKSRVTISVDTS 
KNQFSLKLSSVTAADTTVYYCARQGSTWRGVYYYGMDVWGQGTTVTVSS 

■ 

AS 

<h-48-2 mm pj^®^> (m&mn 26) 

AGATCTCTCAGTTAGGACCCAGAGGGAACCATGGAAACCCCAGCGCAGCTTCTCTTCCTCCTGCTACTCTGG 
CTCCCACATACCACCGGAGAAATTGTGTTGACGCAGTCTCCAGGCACCCTGTCTTTGTCTCCAGGGGAAAGA 
GCCACCCTCTCCTGCAGGGCCAGTCAGAGTGTTAGCAGCAGCTACTTAGCCTGGTACCAGCAGAAACCTGGC 
CAGGCTCCCAGGCTCCTCATCTATGGTGCATCCAGCAGGGCCACTGGCATCCCAGACAGGTTCAGTGGCAGT 
GGGTCTGGGACAGACTTCACTCTCACCATCAGCAGACTGGAGCCTGAAGATTTTGCAGTGTATTACTGTCAG 
CAGTATGGTAGCTCACCTCTGTACACTTTTGGCCAGGGGACCAAGCTGGAGATCAAACGTACG 

<h-48-2 mm. nj^fi*§fc> cis^m-st 27) 

METPAQLLFLLLLWLPDTTGEIVLTQSPGTLSLSPGERATLSCRASQSVSSS 
YLAWYQQKPGQAPRLLIYGASSRATGIPDRFSGSGSGTDFTLTISRLEPEDF 
AVYYCQQYGSSPLYTFGQGTKLEIKRT 

(DT^^y (A) £485#B©if7 — > (G) Wte&BfSo T 5. / Wtmm lz ^ 

D > 153#@©T^-> (A) &»tf*feflMg«T?&S. jft^BB^SI V 7 h & x 
7 (Signal P ver. 2) fd«fctK S«©^^;i/iB^JttiB3ni#^250N*flB«fc D 26 

#scDiru> (s) *T?t^ai$nfc. ffi[«$nfca«seR©N5fc«i^«fic«fco, 

fi«©^^;i/ffi^J«BBM*#250N*»«fcO26#BCD-feU> (S) *7?T?*t), 
^»©N*^5«gB^J#-^25©27#g©^;i/3 7 $ > (Q) Tfe^CiPJS^t/j: 
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mmmk<D mm m mm 2 6 <d 5 • a* 5 3 1# a © & is c £ 5 atg 

smmWz&KTs W3E««ttBH5fl#-^27©N5|cSB^6129#aoDU^> (K) * 

rail. »»i$nfc^fi5seH©N5ic«[f^*fic«fc *k jg$i^->^^-;nB^j«sa 

a»J#^270N**«fce)2O#BO^U>'> (G) J*»#©N5fc«ftt:SB3»l 
#-^-27(D21#@©^;i/^^ >^ (E) -V&ZZLiiifimZfctfc-Dlto 

( 2 ) Omftftfctt<DcDNA# U — -># kftm^P & 

A-f F— T0304£5S4>fc «fc oTlfts6, RNAjfitBfitlilSOGEN 
V s — >%fc®D S|^T7°nh3-JKlfV\ ^OOugCDRNA^fSSHLfco AlZ, 
300 ug © RNA h Oligotex™-dT30<Super> ( S ffi it £t SI) ^ «fc t) 13 ng CD 
polyA + RNA # . t# £> tl & polyA + RNA SUfitLT SMART RACE cDNA 
Amplification Kit n — >^ y ^7 # > A ~ — }±M) £JB^"C, -^©^faGDift 

*#:«JfcteU ^Mb^polyA + RNA1.0^g^#*4t IT, 3£fe^S^fcK:«fc 
IgGlp, Litffi : hk-2) <£: SMART RACE cDNA Amplification KitftfMOUMP 

mr> hv^^^t) R«Lt 'j - ^sB^ifc^agfig^ mr. lv^^ 

T) © Jfifi £fj o fee PCRte, LA PCRfflTaq DNA Polymerase T&S 
TaKaRa LA Taq™ (SM3t%hS) ^^.MLtCo ^>y°U~ hDNA&l x LA 
PCR Buffer II(Mg 2+ plusX dNTP Mixture^ 400 pM (HH^S) , ^7^7- 
2@ : &0.2 pM, TaKaRa LA Taq 2.5 U/50 plS-&tJfiS*tC*JnUT, y^fV 
>PCR (94°C 5 #R^72°C 3 7> (B^-i & )\>) -»94°C 5 70^ 10 # X. 
tX72°C 3 # (5+f--f -^94°C 5 f>\ 68°C 10 # Rtf, 72°C 3 # (201* 
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7tfu— xir)imm.faW3-cm$L^^ ^yy^y^m^^DNAmm^y vx&z> 

QIAquick Gel Extraction Kit (^TfyttM) ICTlILL lfMbfeHV*5 
ck ZS LV fflt ft" IZ ~Z> T ^ ABI PRISM® 3700 DNA Analyzer ( Applied 

i 

Biosystemsft®) LTDNAi&-KI2?iJ b fc„ £fc> HVR£KLV©ii 

ipilfrJt^ ^n^nTA^ D— n>^^^ffi ^£pGEM®-T Easy Vector System 

DNA^^V^T-f >i±— bDNA©^XIB^J£^#TbTPCR;e#)©fffS-> — 
»#T*£:lil£J£febfco DNA*£SiB3TO5E©fcse> tdffi ^< ^-©IS^J (H 

SI : hh-4, Lii : hk-5Whk-6, RtKpGEM®-T Easy Vector^ : SP6<hT7) 
318 Kl^bfco HV^I^XV(D#PCRiff>^©ifiM^~er>X^^mt-9-^^ n — 

0304f/t#L$I©DNA£#l§!/£bT\ IWlLfl© U — Mmh 

£ 5mg cd 86 © 0j mmm^m & # jp-r s «t 5 t ^if < >vr^zf^^^—^m^x 

PCRT^Sbfco fflV»fc^7< V-ty hit ^8 (C23LBCLR(^C23LBsi) 

*B g i n^^-fb^ab. HfcBsiw rr©gj®Hin.3£ffv^ 7^fn-^y;na 

*SbT#9400bp©»f>T-*|HliKb, ^ >^^>^^V^DNAlfM^^ hT&SQIA 
quick Gel Extraction Kit (=^T^>tfc®D lltillfc. — 7? 

& 5 N5KG4-Val Lark (IDEC Pharmaceuticals, N5KG1 (US patent 6001358) 
CD^^^-) fc-2V>Tttra«teftHIK»*Bgl II, BsiW iMS^JH^tTofe 
JKU >SHM3!£: bTAlkaline Phosphatase co7i C75) (Sfiit 

DNA^rlUiRbfeo ^nS20©»fjt*T4 DNA ligase £J3 ^ -f ~> a > 
LT, ^JS§«DH5a^AbT^Kijgm#:£#fc„ N5KG4-Val Lark lC0304trE 
#L«© U - ^ - + A $ tlfc y 7 X 5 HDNA, N5KG4-0304LSS 

|R L/ T# A®r Jf MS^DNA^MB^J * b TDNA^S WJ lc ^ £ 
fc^fflliSLfc. do bT#e»tlfeN5KG4-0304L(CHSipJ^M^#&#A-r^fe 
*y°?X~i HDNA&ftHSftSHNhe L Rtf, Sal IXM^JiWrh, 
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t^PCRT^IgLfc. JtHBOfc*©^^ T— \Ly V (T0304SalR^T0304Nh 
e) ©IB^J£S 8 ^^bfeo 



#Stl7tPCRSffjt^^ViT$iJIS^*Nhe ItSal IlC J; ^ItrM^fr V}, 7 
#n — X^r;Vmm*i!)'r$t)450 bp©|ff>ir^*fMb7to ;i:H£2«<DDNA£^-f 

<0304MIInI^|g^> (E^iJ#^28) 

CTCAACAACC ACATCTGTCC TCTAGAGAAA ACCCTGTGAG CACAGCTCCT CACCATGGAC 

TGGACCTGGA GGATCCTCTT CTTGGTGGCA GCAGCTACAA GTGCCCACTC CCAGGTGCAG 

CTGGTGCAGT CTGGGGCTGA GATGAAGAAG CCTGGGGCCT CAGTCAAGGT CTCCTGCAAG 

ACTTCTGGAT ACACCTTCAC CAATTATAAG ATCAACTGGG TGCGACAGGC CCCTGGACAA 

GGACTTGAGT GGATGGGATG GATGAACCCT GACACTGATA GCACAGGCTA TCCACAGAAG 

TTCCAGGGCA GAGTCACCAT GACCAGGAAC ACCTCCATAA GCACAGCCTA CATGGAGCTG 

AGCAGCCTGA GATCTGAGGA CACGGCCGTG TATTACTGTG CGAGATCCTA TGGTTCGGGG 

AGTTATTATA GAGACTATTA CTACGGTATG GACGTCTGGG GCCAAGGGAC CACGGTCACC 
GTCTCCTCA 



<0304fiiInJ^M^> (M5^J#-^29) 
MDWTWRILFL YAAATSAHSQ VQLYQSGAEM 
GQGLEWMGWM NPDTDSTGYP QKFQGRVTMT 
SGSYYRDYYY GMDVWGQGTT VTVSS 



KKPGASVKVS CKTSGYTFTN YKINWVRQAP 
RNTSISTAYM ELSSLRSEDT AVYYCARSYG 
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GAGGAACTGC TCAGTTAGGA CCCAGAGGGA ACCATGGAAG CCCCAGCTCA GCTTCTCTTC 

CTCCTGCTAC TCTGGCTCCC AGATACCACC GGAGAAATTG TGTTGACACA GTCTCCAGCC 

ACCCTGTCTT TGTCTCCAGG GGAAAGAGCC ACCCTCTCCT GCAGGGCCAG TCAGAGTGTT 

AGCAGCTACT TAGCCTGGTA CCAACAGAAA CCTGGCCAGG CTCCCAGGCT CCTCATCTAT 

GATGCATCCA ACAGGGCCAC TGGCATCCCA GCCAGGTTCA GTGGCAGTGG GTCTGGGACA 

GACTTCACTC TCACCATCAG CAGCCTAGAG CCTGAAGATT TTGCAGTTTA TTACTGTCAG 

CAGCGTAGCA ACTGGCCGCT CACTTTCGGC GGAGGGACCA AGGTGGAGAT CAAACGA 



MEAPAQLLFL LLLWLPDTTG EIVLTQSPAT LSLSPGERAT LSCRASQSVS SYLAWYQQKP 
GQAPRLLIYD ASNRATGIPA RFSGSGSGTD FTLTISSLEP EDFAVYYCQQ RSNWPLTFGG 
GTKVEIKR 



mmwk<Dmmmf£i&te. s33«^28<D5'*^£55#@©75 i -> (a) 

#@©-fe'J> (S) HX£TT&?>o "AfcJ-WM^MV 7 h^i7 (Signal P ve 
r. 2) m$S(D>'^^;VE^J«E^J#^29<DN*^ci; D 19#g©-feU > 

(S) £T t^MtEtlfco ^^#:<Z)N*^5«i5^J#^-29©20#@©^;V^$ > 

(Q) tfe5t)0t#^Sn5o 



mmvMCDmmmi&j&vz* ib^j#-^3o©5' b nm a ©a^ e> n c £ § atg 
jmmmz^x, pj^M®«iB?!i#-^3i©N^^e»i27#@©u> ? > ck) * 

mfc^mZQ^mv y bV^T (Signal P ver. 2) lz<£V), mikcD^i? 
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8 &f&TfNA(Dl&mmn 



N 
o 




SB^U (5 to 3 ) 


S3 




1 


IgGl 


TCTTGTCCACCTTGGTGTTGCTGGGCTTGTG 


31-mer 


36 


2 


hk-2 


GTTGAAGCTCTTTGTGACGGGCGAGC 


26-mer 


12 


3 


hh-4 


GGTGCCAGGGGGAAGACCGATGG 


23-mer 


9 


4 


hk-5 


AGGCACACAACAGAGGCAGTTCCAGATTTC 


30-mer 


37 


5 


hk-6 


TGGCGGGAAGATGAAGACAGATGGTG 


26-mer 


13 


6 


SP6 


GATTTAGGTGACACTATAG 


19-mer 


38 


7 


T7 


TAATACGACTCACTATAGGG 


20-mer 


39 


8 


C23LBCL 


ATCACAGATCTCTCACCATGGAAGCCCCAGCTCAG 
CTTCTC 


41-mer 


40 


9 


C23LBsi 


GGTGCAGCCACCGTACGTTTGATCTCCACCTTG 


33-mer 


41 


10 


T0304Sal 


GCGACTAAGTCGACACCATGGACTGGACCTGGAGG 
ATC 


38-mer 


42 


11 


T0304Nhe 


AGAGAGAGAGGCTAGCTGAGGAGACGGTGACC 


32-mer 


43 


12 


SEQU1783 


GGTACGTGAACCGTCAGATCGCCTGGA 


27-mer 


44 


13 


SEQU4618 


TCTATATAAGCAGAGCTGGGTACGTCC 


27-mer 


45 



(3) KMTRlirC#:*^©cDNA^n — ~>if 

/\*i?V F-YKMTRli§^S^tJ;oTll^, RNAffltBlitHlSOGEN (~ 

S A\Z* 300 pgORNA^ & Oligotex™-dT30<Super> (Sffi it 0 13 jag 
(DpolyA + RNA £ # 7c 0 # & ft 7c poly A + RNA &tt$UzVX SMART RACE cDNA 
Amplification Kit D — >^ V 9 # > K ~ — © ^ft CD IB 
Slfctot^ D-->^M^H1LT, ^#«fc^©i«^©cDNA£Ifc 
#U7Cc ^flcKjfcfci, |f©b7cpolyA + RNA1.0 ^ffltbt, M&^BNiSfc: £ 

hK^©ti c^t, tiSHgtfeit) mnmm, &&itm& C£tf, mm 

«Lit%it) ^#M^DNA#^fc#M^7S:PCRffi7 ? ^-r ^~ (HflJS : 
IgGlp> UIJB : hk-2) i: SMART RACE cDNA Amplification Kit#JK©UMP 

L- TccDNA© 5'*^ JCffs© $ ft § i*M?'J KlffiffiW^: zfr U 
^l/^F) &^7^T-t7 H£bTteffibPCRfc«k5Ha8U— ^ffi^J^oT^ 

~t ) ©JEW £f? o 7c „ PCRte, LA PCRffiTaq DNA Polymerase & 5 
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TaKaRa LA Taq™ (SffijtthtD &&mistz.. ^ > ^° 1/— h DNA£ 1 x LA 
PCR Buffer II(Mg 2+ plusL dNTP Mixture^ 400 uM (it#«S) > r/^-f — 
2ffi#0.2 uM, TaKaRa LA Taq 2.5 U/50 ul£#tf*§?t fd?^Jn It, $ y^&V 
>PCR (94°C 5 #S^72°C 3 # itt't & )V) -^94°C 5 70°C 10 # R 
^72°C 3 # (5+f--T^;l/) ^94°C 5 #\ 68°C 10 # 72°C 3 # (20it 

QIAquick Gel Extraction Kit (^T >%h®£) fcTifiSibfco ffgibfcHV:fe 
J: t/LVif £ ~D ^ T , ABI PRISM • 3700 DNA Analyzer (Applied 
BiosystemsthM) ^ f ffi b TDNASI iO^J ^ ft t b = HV^^LV©^ 
ifigifltH, ^tL^nTA^ □ — - >^7li^^V^pGEM®-T Easy Vector System 

DNAfcovix-r >-y— hDNAommia^j^^ftf LxpcRig^ooiMv— ^->x 

il : hh-4, Lit : hk-5SLt^hk-6, &^pGEM®-T Easy Vectorffl : SP6chT7) 
MISS 8 iZTFVfco HV^lXLV©^-PCR^>i-©ii:^>— ir>XM^^z^y^ 

ft^TitfcKMTRl«{C^iIT£ k hifC^m^ ©HlS^^LllcDDNA^SSS 



<KMTRlSfl"i»1M> 
GAGCTCTGAG AGAGGAGCCC 
CTGAACAGAG AGAACTCACC 
TAAAAGGTGT CCAGTGTGAG 
GGAGGTCCCT GAGACTCTCC 
GCTGGGTCCG CCAGGCTCCA 
GTGGTAGCAG ATACTACGCA 
CCAAGAACAC GCTGTATCTG 
ACTGTGCGAA AGAGAGCAGT 



AGCCCTGGGA TTTTCAGGTG 
ATGGAGTTTG GGCTGAGCTG 
GTACAGCTGT TGGAGTCTGG 
TGTGCAGCCT CTGGATTCAC 
GGGAAGGGGC TGGAGTGGGT 
GACTCCGTGA AGGGCCGGTT 
CAAATGAACA GCCTGAGAGC 
GGCTGGTTCG GGGCCTTTGA 
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TTTTCATTTG GTGATCAGGA 
GCTTTTTCTT GTGGCTATTT 
GGGAGGCTTG GTACAGCCTG 
CTTTAGCAGC TATGCCATGA 
CTCAGCTATT AGTGGTAGTG 
CACCATCTCC AGAGACAATT 
CGAGGACACG GCCGTATATT 
CTACTGGGGC CAGGGAACCC 
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TGGTCACCGT CTCCTCA 

MEFGLSWLFL VAILKGVQCE VQLLESGGGL VQPGRSLRLS CAASGFTFSS YAMSWVRQAP 
GKGLEWVSAI SGSGGSRYYA DSVKGRFTIS RDNSKNTLYL QMNSLRAEDT AVYYCAKESS 
GWFGAFDYWG QGTLVTVSS 

GATCTTAAAA GAGGTTCTTT CTCTGGGATG TGGCATGAGC AAAACTGACA AGTCAAGGCA 
GGAAGATGTC GCCATCACAA CTCATTGGGT TTCTGCTGCT CTGGGTTCCA GCCTCCAGGG 
GTGAAATTGT GCTGACTCAG TCTCCAGACT TTCAGTCTGT GACTCCAAAG GAGAAAGTCA 
CCATCACCTG CCGGGCCAGT CAGAGCATTG GTAGTAGCTT ACACTGGTAC CAGCAGAAAC 
CAGATCAGTC TCCAAAGCTC CTCATCAAGT ATGCTTCCCA GTCCTTCTCA GGGGTCCCCT 
CGAGGTTCAG TGGCAGTGGA TCTGGGACAG ATTTCACCCT CACCATCAAT AGCCTGGAAG 
CTGAAGATGC TGCAGCGTAT TACTGTCATC AGAGTAGTAG TTTACCGATC ACCTTCGGCC 
AAGGGACACG ACTGGAGATT AAACGA 

<KMTRl^ilBl^^I^> (E2FU##35) 

MSPSQLIGFL LLWVPASRGE IVLTQSPDFQ SVTPKEKVTI TCRASQSIGS SLHWYQQKPD 
QSPKLLIKYA SQSFSGVPSR FSGSGSGTDF TLTINSLEAE DAAAYYCHQS SSLPITFGQG 
TRLEIKR 

#a©irU> (S) iSSTTSSo Mfc^-Mm^mW 7 h V 3l7 (Signal P ve 

r. 2) iz^v, mmo^^fi-^m^mm^mmsom^^^imuo^x^y 
(e) 7r^^ ! fe©t#^.e»n§ 0 
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mmwkcommmt&j&fe, m&m-^ww sk**** & 66#a ©a# e. a c * &atg 

y^gH^'J(C^3ViT, W*fH«aE3?'J*#35CDN*«l^6)126#B(OU^> (K) £ 
Ttfe§. jtfe^lB^&iJV^ h^i7 (Signal P ver. 2) \z£fy, MIOS^ 

3»#:©N5N«lttiBaf!l#-Jt35©20#e©^;^5>K (E) T^^fe©if A5tl§ 0 

♦ 

mW (ATCC CRL-9096) £ffll>7Co ?f ^IfflJJ&^cD^ ^ — OtAHxI/^ h 

o-Rad electrophoreter£fc%<^T350V, 500nF©^#T, 4xl0 6 flS<£CMOa{;: at 
IsfSiAL, 96well culture platefcfilfilbfe. fg^E^ ^ — ©SJRV— # — 

ti^« L fell ^ ijo L x ig* ^ «M b fc„ nn--^l^tm HJS^Hte: 

him i o ^ vr^-Dxn -d fee 

him i 6 ffl.m7LM%iW mmm izwr % mmwmmm^ 

%mm\^^%^ntcmM^m\i btfnRAiL-R2^/ ^ u—^-jvm^m^T, 
3:mmmm-£&&£oio205 catcc no. ccL-222) \z$t^&mmm%m*m%.&m\M 

®o tc^abfeo 37°c 5. o%mMfixT~e24mmi%mvfc'&. mmffimn (cho 

-3), H48 (CHO-3) £«m0, 100, 1000, lOOOOng/ml i; -5 J-IOm l/^ai;i/ 

H?*1S10, 100Mg/mUC7d;§i;-5 fd, #^^;l/fcl0M If ~DlMX-fz. a 
l^^Pfe^MLfc Httn> hn-j^LT, b: h «A TRAILS ft (R 
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&D SYSTEMS%fcS) &m&mu lOng/mlT^fflbfc. > h n— )V h LT, t: 

binHSA*a#^JlUfco 37°C, 5. 0%^^ XTT48B#F^i§« MTSfitlig 
(Cell Titer 96 AQ UE0US Non-Radioactive Cell Proliferation Assay: 7°u^ 

7°c, 5. o%mm.tfxT-?2mmmmht^ ^S490nm (#Mft630nm) 
ytm%~?-( 2 U7°u— h v—y— (1420 arvo ^)v^~r^)vt)v>?~ wallac 



Ig^^HI 1 1 a, 11 b i'^to 011 ate^iafc MgG(r)#^W^D 7 
n — ^-;VifL#:^^JnbTVi^;V^^(D^^:^, Ell 1 b tei^tafc MgG(r) # 

mi 1 ackt>, m.m%-Mtfifc'T:foZ>Ell (CH0-3K H48(CH0-3)«irL#:^.^©3tTr 
t)Colo205lffl^^lEg^5B^^»-r^?Stt^*-5^^^^e^i75:o^ 0 EI 



gE^J#-St 1 : -grfiSDNA 



^ 2 : ^fiEDNA 



Sa?iJ#^- 3 : -n J5&DNA 
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IH^iJS-^ 4 : J5&DNA 
SB^'J#^ 5 : ^g)cDNA 
IB?iJ#^§ 6 : ^J^DNA 

mmm^ i ■. -£j$dna 

HB 8 : ^figDNA 

lB?iJ#-5f 9 : ^j&DNA 
IB^J## 1 0 : 6&DNA 
SB^iJ#-^ 1 1 : -n^cDNA 
E^iJ#^- 1 2 : -o J5&DNA 
IH^iJ#^- 1 3 : -a J5&DNA 
@3^iJ#^- 1 4 : -a J5&DNA 
I3^J#-*t 1 5 : ^-JSDNA 
M^m^r 3 6 : 1%/5&DNA 
m?mn 3 7 : -Q-EfcDNA 
IB^!J#^ 3 8 : -&^5cDNA 
mzm^ 3 9 : -afi&DNA 
IS^'J#-^4 0 : -q^DNA 

4 1 : 

@B^rj## 4 2 : -^fiJcDNA 
BB 4 3 : o-fifcDNA 

B3^J#^-4 4 : ^-^DNA 
@3^J#-*t 4 5 : -a $cDNA 



PCT/JP02/04816 
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ft Sfc (D 



1 . TMii-nj&z$/y.muii-mzi&&ir%mfex\t^<Dmmm%Tfr a 

2. £XT(D (a) ~ (c) frZWltn t. 1 ^CDttK^T^Ii >RM 1 IB 

(a) TRAIL-Rlj5:^/X«TRAIL-R2*^JiLTV^MJiS{CT# I — 

(b) TRAIL-RlR^7X«TRAIL-R2^^bTV^t hjE^M^ 

(c) t MTIllfflBam^^M^b^:^ 

3 . £i,T© (a) ~ (c) (DT^X(D^n^T^in^Xn^:(DmmmWr}no 

(b) TR A I L -R 1 & DVX « TR A I L -R 2 £ m M V T V >S k h IE S 10 M \z \%& W & 25: V£ £ 

(c) t: hJFFBi«m-#^^U^Vi 

4 . TRAIL-R2^«^-ert-^^TRAIL-Rl^«^^b^V^|f 2 Xte 3 IH«© 
trE f£ X « ^ (D m 1 1 &i $r o 
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ft* 

i o . mmm. 5xiQ A Rz$Kmmm2mmiz&tfz> t hmwrniztt-tzidso 

i i . mmm. ^xw^zsKmmmmmiz^n^^ hmmzM-t^i^o 

Jto 

1 2 . mmm. 5xio 4 ^.zs^mmm2mmiz^^^ t hraoafc^-r-sLDso 

fro 

1 3. mmm. sx\o 4 ^UKmmm24mm\z&>tfz>t hH-mj&KLwrzivso 

OOMg/ml^TTS^ffif^JS 1 — 7 OViTn^fciBilOSifrX^CDttlliWSffr. 

o/zg/mi^T*xf**Hi^ i~7 (D^Tnfrizmm<Dfofox\%^(Dmmmwiyro 

02-0. llAig/mn?&£iit3£3g 1 — 7 OViTn^fcEIKOft^X^CDtifliWSfM*- 

1 8. snj&iga 5xw^zffcmmm4mm\z&tf&mm&\zttTz>ii)5omm. 
1 9. mum. 5xw^T$Kfcmmnmm\z&tfz> t hrai&k:*i--r-5LD5o 

ffia*2-100Aig/mlT?&9> ^o; |fflHS^2. 5xl0 3 ^^KJ^B#^48fl#^^^^§5SM 

• asfc^-r *LD5o-it5^o. 02-0. n^g/miT^if^:® 1-7 <3D^Tn*^fcfa«©tft 

2 0. M^^7. 5xl0 4 ^tXSjSBt^24BtrBl^^3^^)h hffFifiiC^t -SLD50 

mffl, mmm. $xWRtfKjfomm4mmiz&tf zmmmizMT zivsomo 2 m 
sk±-z&&m&m 1 - 7 (D\t^nt^\zum,(Dmfcy^\tt<Dmmmmw 0 
2 1. jfflja*7. 5xio 4 ^^s^B#r B i24Btr B i^^tj-^ t hffF*mjefc^-*rsLD5o 
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It**, lfflIS^c2. 5xlO 3 R^S/^0#PBT48B#rBTfc^tt§^ffflMfc^T§LD5O'fiiCDlOO'f^ 

It IHJ&I&2. 5xlO 3 ]^^KiSB#rm148^Fflfc43^§Slffl^fc^-r§LD5Offi©lOO0 

2 6. Mgfc7. 5xl0 4 ^tKHjSB#W24Btf^^*5^^k hflfi(WJfik:^"rSLD50 
ffflJ&i&2. 5xl0 3 R^S^B#K48B#^fc^tt§5®|ffiM^M-r§LD50ffi(75250^ 

2 7 . mmm. 5x\o 4 j&UKmmm24mmiz&tf & t hffF»§t^t-&LD5o 

*fflfl&l&2. 5xl0 3 R^M^B#^48^f B 1t^^§i)SlfflJ^fC^-r^LD50M©1000 

2 8. RJ&§*)&*110~ 120/x ITabSHI^ 8 — 2 7 © \,*Ttlft \Z.m^<Offi 

29. a53BBjrss5«coio205*wjSa-e"a&«»wr^^ 2 , 3, stfi 4 — 2 8 o^fn 

3 0. mmfatf, Colo205*fflJ3&, m5mMXte]uik&mm.^fc&m$im2X 
3 OWV^n^fciBIKCtrt^Xtt-^CttlliWWrM-a 



3 2 . ^n^s> ^jususs, mm, 91m, mmm, m&m. wmm 

mmm, &jkm. u>/\m Tmuwm ^m^mm, mm. mmm. 
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jh&wm. mmwm. mvtmmm, wmmmm* m^mmm, m^m, w&&m 



3 4. Jfi^OfM^iW^JL^ :mMf&&3^S1irS££#T?£5#|H#4>;&: 

3 5. ^#Xtt*©«l6W»fM-©ig#«*xi00Mg/bodyX«5iigAg , T? 

3 6. ^#Xtt^©«IB»Wfr©ia#*)&«20iLtg/bodyXttlmgAgT?**H!f* 



3 7. SfrX^oatBWKfrOS^S^tfg/bodyXmoOAtg/kg-rftSIt 

*£T?18!#b «HsIiS:#4 H^fc^l 4 *&±<Bffi*©*g/h£9l#jS 

4 1. ^1 4 %^±(Z)JB;»od$1/Jn£4>%:< £&7 Blitt?)^t^Tf§ 

b &fH!&#4 B^£¥*%6 5 %EJL±<Dm&<Dffifr&m&f&Z. 
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4 3 . 100mm 3 ©lt« $WT^> 4~ 6Mf&©M^X£20Mg/^XP#:cD3£ 
T £ £ ^ 7? # § m^i m 4 0 |B« CD if[#: X ^ © II f g «J if Jt o 

4 4. TO 8 0 % £A±(D!mm <vm 'h 4 Hitit-r-s 

4 5. 100mm 3 COJBl»^^r-r^> 1 2 Mf£<Z)fB^^^ Xfcl25 m g/^XlH#©?S 
^T?&#b&<h£fc, ^jm^#3 B^TO4 5 %£K±<DMlk<Dl&'b&%\&1&Z. 

4 6. 100mm 3 CDtt3ES*^rT§ 1 2 M^©S5Sv^X^25Mg/^ r >XiH#:(D?5 

ams#Ufc<i:#K:, H^teTO6 5 %JsA±<OKai©«|/h&5r#jBcl 

4 7 . TO 6 5 %^Jt©ffi3fc©SB/h£*J>fr< tfe27 B 5 £ 

4 8. 300mm 3 coM«^r^-r^) 4 ~ 6 M^Otfiffi^^X ic20 m g/^^XlHf*©?^ 

4 9. to 3 9 %j^±©ffi»<9ii/h£4>fo< tfeH aii^*rsjitd*T?fr«) 

5 0. 0304irL#:-r&§lf^Ji4 0 IH«fe©tft*Xtt^©t!tiB WKIt = 

5 1 . E-ll-13ia^&£fflf2£Ig4 O-SBftCDSifltX^CDttltBWSfJt- 
5 2. A4"3/y H — VE-11-13-. H-48-2, L-30-10, N-18-12, W-40-5* X-14- 
4s X-51-12, F-4-8. G-3-10. 0304X«KMTRHc: J: X) M*kl£ tl&, TRAIL-RlRtf/ 
X«TRAIL-R2^^-a-r§tn;#:X«^©«|g^l|ffjto 

5 3. £f£#-f§#FERM BP-75997?&2> A-T t/U F-^H-48-2, §ffc##5&*FE 
RM BP-7698^U<ttFERM BP-7770T&S A-f ^ U F — TE-11-13, §f£#-*f^FER 
M BP-7699^b<«FERM BP-7768T& SA-T 7 U F — TF-4-8, gf£#-^FERM B 
P-7700:gL<teFERM BP-7769T&& A-f F— ^L-30-10, Sf6#^^FERM BP 
-80371? afeSA-T^U K — V0304XttSSe##**FERM BP-8038T?** A-f F 
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54. m&mm 9 iz^n^n^^n^, /w^u f-^e-ii-13 

*s&mm, mmm^ 2 5 %.z$ 2 7 fc^n^nssns, ;w^uh--7h-48-2 
fn^^ns, A<yu f— ^0304©ii±t*s*rL#<3Da«iRr^fg«RtjfisjBRr^ 

5 5. m&m^i q~rzsi 8i:fnfns$ns, A-f^u f-ve-ii-13 
fiBj^M^, xfc*ffi#i## 3 2si^3 4i;^nfns$ns, a-t^u f-v 

5 6. E-ll-13. H-48-2, L-30-10. N-18-12, W-40-5, X-14-4> X-51-12, F- 
4-8, G-3-10, 0304S.rJ?KMTR1^6^^W^e>S^n^)s TRAIL-R2fc^f S^E^ 

5 7. 5&*FERM BP-7599T& § A-f :/'J F— ^H-48-2, g&6##ri«FE 

RM BP-7698Sb< teFERM BP-7770T&S A-f :/ U F— VE-11-13, gSfc###*FER 
M BP-7699^b< «FERM BP-7768T& 5 A-f 7V F~ ^F-4-8, St6#^^FERM B 
P-770(mb< teFERM BP-7769T& S A-f F-^L-30-10, §f£#-^FERM BP 
-8037Tr$> § A -f7*U F— ^0304X«gfe#-^^FERM BP-8038T fe£ A-f :/U F 

-f :/U F-^o 
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